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(57) Abstract: Diagnostics and remedies for inflammatory diseases, delayed hypersensitivity, malignant tumor and arteriosclerosis 
which contain, as the active ingredient, a substance binding to human VEGF receptor Flt-1 or a substance inhibiting signal transduc- 
( tion mediated by human VEGF receptor Flt-1. 
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m m m 

Wig*. ^rt#©-»t£©*i*u fl&«^««cirtc«®K:H^f So *6Cs 

ffiJtfcJftieif*#«<B-^bTl^S [J. Biol. Chem., 
267, 10931 (1992)] 0 MS^^lit^a^iibTil Vascular permeabi 
lity factor (VPF) /Vascular endothelial growth factor (VEGF)#±ie$S£ 

B^fcbTfcT&IVt^S [Advances in Cancer Research, 67, 281 (1995)] 0 

ISttHa y a. v^-©*itt»riiK:VKGF4(«« < Bl# b"Ci^ 5 c fcOTBfeSftTl^ 
5 [Advances in Cancer Research, 67, 281 (1995); Endocrine Reviews, 18, 
4 (1997)] o 

£K^5^1©S§ftrefc3Flt-l(fms-like tyrosine kinase) [Oncogene, 5, 
519 (1990); Science, 255, 989 (1992)] ;&<kV«2a>Sg<tC*5l[DR(kiiia 
se insert domain-containing receptor) [W092/14748; Biochem. Biophys. R 
es. Comm., 187, 1579 (1992)] ©28MS^nt^§ 0 t KSVEGFSSfKD 
RCDV»j7X^^^ D^(±Flk-l[Proc. Natl. Acad. Science, USA, 88, 9026 (1 
991); W094/11499; Cell, 72, 835 (1993)] fc#££ftT^£o Flt-1*±OT 
DR/Flk-l©«Jj|Si* Y*4 >tt7ffl0M Ay^D7'J>ih^^>J;0^t),« 

©Jia^>^^Tf*So VEGFttFlt-i*<fctmR/Flk-lfctt*n*nKd«*«20 pM 

V75 pHTjWIfflfclSfrrSo Flt-l*<tWn)R/Flk-lttJ6l«rtJft«IBC«fl 
Wfc«SbTV**fc«S*nT^4 [Proc. Natl. Acad. Sci. USA, 90, 7533 
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(1993); Proc. Natl. Acad. Sci. USA, 90, 8915 (1993)] 0 

MmMmftJkmm [Nature, 369, 845(1992)] , fc h ffiftSff |EN|eDiaarJfil« 
RAMS [Cancer Research, 53, 4727 (1993)] T> iEtt«BM®JfllOnA«Bl 

U^-f Hf— 5/3> (in situ hybridization ) fcj; D f lt-1 mRNAO>$&Slj&*B#> 
*>ft5Cfc;OTB§;JftT^5[J. Experimental Medicine, 180, 341 (1994)] 0 
£ ft 6 ©IS*tt. H*ifoe*r£fc:#^TVEGF-VEGF 1/ -b ^ -Flt-13%#figfc 

bt * C fc S96 < SfeO^So Flt-mVEGF^*g^-r s 

ks JpBJBrtF^^>#aay>^*ftS^i:« f *S*ftTt>atf [Science, 
255, 989 (1992)] , pbV^tfcfco^Tl±^WT*3o bfrU flt-litfe^ 
ft««bfcflt-iy hvi>^H:»4*BB©Jfli**«^ *ftC*S<JfiiS 

-9.5B»-e^Et*rSdk^^, Flt~lttifliW»f^^*5»aj&©WjSilfflJia<D§K 
®^^S©««i&*fcbT^Si:l«^ftri>S [Nature, 376, 66 (199 
5)] c 

U ^©5ffi^^ffi5i-r^?Stt^^^SCi:^«S^ftTO§ [Journal of E 
xperimental Medicine, 172, 1535, (1990)] 0 VEGFtth h*ffijfil<t DIB 

»Lfc#*fc»bT*3»*iEJi?Stt*^T^t [Blood, 81, 2767 (1993)] N V 

EGF^srttftdj; r>m7ti!zmm¥£wm£n&ci£&m££tiT^% [Biood, 

87, 3336 (1996)] 0 h h**Blfll«t DBBUfc^SftV-lf y hifctecfctf 
RT-PCRiS fc: £ D bRNAU ^;V-eVEGF U -t? r * — ©jKJBStfSr?" S fcFlt-lfcfc#BK 
bt^S**, KDRttlg^bT^&^CIka^ Flt-ltt#3*CE)j||^t:||t)S U-te 
T&5kJf5&*ftTl^£ [Journal of Biological Chemistry, 271, 17 
629 (1996)] o 

t pi^&UtftfU^y*^ HT-rSWbt~^kFlt-l©mMAl/^;^T*CD^g 
5ijb*±#T5Cfc#*e£ftT^5 [Blood, 87, 3336 (1996)] 0 
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ftbfev^D77-^5o M«iVv>P7r-*;iiilfiiii:ttN 
M^feS, 4Mb, fUMtft l«yvv-A, *AIB*5vrc:fc*&* 
tt(1988K *»«*^ milJfi(1996)] 0 #J«— 

* KKtt(1986K *f*a**» : S**GB PBLlJfi<1996)] □ 

*^f>tbT{i >f >*-n>f 1/? (JUT. -f >*-n-f *>£ILkl3 
> IL-6 N IL-8s IL-1(K IL-15 S MCP-1 (monocyte chemotacticprotein) N 
MIP-la (macrophage inflammatory protein) , TNF-a (tumornecrosis fact 
or) VEGF (vascular endothelial growth factor) ^ PDGF (platelet-derive 
dgrowth factor) «#»&;h,T^3 [HBflcftfi, 3_0 , 2 1 4 (1 9 9 8)] o 

4brj3 0*JB<oaiHlcH#bTi^So Jft4i©*«tt*J»to#l««©j(li«rtJft 

S (c SI * o fc v ^ d 7 r - ^ & ^tfeLDL £ STOW KIR D (-1^ i» 

«-fb**»jBrt-r*o i*®T^P77-m saiB&flearrsvEGF, pdgf. f 

GF (fibroblast growth factor) , IL-1&£«>$><&1M r-:*^ >&S£?-£ [ft 
#rE^, 5 3 3 8 8 ( 1 9 9 8 )] o 
W±® ckSfcx **iJfil«fc D«»bfc#»T?BBMAV^;i/T?VEGF5*ftflt-l#3B 

b*u *3WBIB*ia±t:Flt-l#«abTt>5iik^ S&Kn **OTlt-lft 
^bTVEGF^ag^^-r^^k^^^Hg^^T^^o *fc. vegf#<#i$&* 
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«©3»^*iasraifc**-c**rit-i*^-rs«*ea*BS-rs«iJi(±» 

*iE?s#e>tt, vEGFS§<«it-i (etTx Fit-itB&ga-r sirt ) c 
at-rstfM* (ttT, twit-itfcttfci&B-rscfcfcfcSo ) a*t h««A*«iJfii 

©m^tSJiB-rsci:, t MtSf^FjfiKDJfiifS^ifflflattitixF It- ltJWtti:fij& 
Ifet^ Jft*<^ia*D^ftUfe*»C*±SiEFlt-llSfl:tfS«;-r*ik, £fc 
JaFlt-lK^^VEGFt <t t> tt#£ft «##©afcfe*«S*- 3 4: £i9J#>T JEffi 

r**>^ *^bj«wt© (i) ~ (6 5) icH-rso 

( 1 ) t hVKGFaS(tFlt-lC»bT|g^ffittft«-r a*H4*«lfiK«-4: b 

(2) t bVEGFS^Flt-lt*fb-C^-&tSt44#-ra^ff* it , t hVEGF 
g*Wlt-lt»-raffi;ft:T?&S±a3 (1) aHft<Z)KX. 

(3) t hVEGFg^Flt-lC^f-rsK*^ * U * n— ^UtrEttlSfcfcfc^ 
;?a-i-)),tm-r?$>z>±m (2) fi3«©!m> 

(4) ^E^p-t^ftft /w^y K-v^gife-rsiWfcfcitfb h 
•mm*. *fctt*n6©fii^>fM-*»*)j8fctnaiatt:-T»*±gB (3) gats©i£ 

(5) K~v#g£-r;5tftf«j* N KM1730, KM1731, KM1732, KM17 
48i5£OTM1750fr<b&38¥J: t> Mfc£*b3irLffcT-#> £±S3 (4) IB«8©aE3!6 0 

( 6 ) b HbtMfcP, thSW •ylftfrfiiWh h^fflffiS^M^tt 
tft#*e>»«*t*ift#-C**±a3 (4) HB«©iS*o 

( 7 ) h h^drpt ^tm-lfi. KM2532* fei±KM2550T-*>-5±S3 ( 6 ) IBS© 

(8) t KM8550, KM8551, KM8552, KM8553. K 
M8554* > «tOTM8555A»?>!5cSP«t»3SKtLSta«:-t?*€.±BB (6) IB«8©^*» 

(9) fex^BfM"^ Fab. Fab\ F(ab' Kgfjfe 

*5±S3 (4) f3«8©sem o 
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&mfc?-^mz ttmrztb %> ±ie (2) - o) ^rtn>im^ 

(11) t hVKGF«S<tf lt-l^»UTtt^ffift*t-a«fK*ffl^T, £ 

(12) b hVEOT»*(Wlt-lfc:»bT3ie^tt*#1-S«lJt#. t hVEG 
FS$ftFlt-im*r-rStfC#T?ftS±fB (11) IBScD^So 

d3) t hVEGFa*<mt-ifc»-r*R##. *° y * d-^m^* 
HbSftfcy *fttt*n6©tt«»f«-fr6atrnstt#Tf*a±iB d 3) hb» 

(15) /W F —V tPM& T Z> tfiifctPs KM1730, KM1731, KM1732, KM 

i748*±rnMi750ip6ft*WJ: Da«natft*T?»s±^ ( i 4) iB«©*a 0 
«^fr&«Hn*»t*T*«±«B (i 4) E«o^ao 

(17) fc hi^r^SM KM2532££&KM2550-e&£±HB (16) SB 

(18) h hMffiffitt^ffi^WtrL*^ KM8550. KM855U KM8552, KM8553. 
KM8554*J:OTM8555^^^S^J:^jl^tlSta«:T^S±SB (1 6) IBtt©^ 

(19) ta^WM-^s Fab, Fab\ F(ab' )„, -#^tntfk J^I/SM F£ 

■c*5±tB (i4) mm<D^m. 

(2 0) SWa*, fiWWttHffi^ I6JtSfta;ft*fO*«lift?ll!l* 
fctt*fc^x^Wfc»#**&lfcfre*S±lB (12) ~ (19) ©^-fftfr 
l«Cf3*ffi»^o 

(21) t hVEGF»S<*Jlt-lfc*rUT*S-&Stt*#-r 

(22) i«-?>D7 r— y yw-^-r sfi*4», ^^ts^*, mmmm 
mm, mmmfc£tzi±m&&m-e$>z±9E l (21) iB«g©^if^ 0 

(2 3) h hVEGrS«f<*Flt-lfcjt*UT:lS^Stt*#f t KEG 
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FSS#rit-ifc»-r«tn;*-e*a±iB (21) mmv&mmo 

(2 4) b hVEGFS«f*Flt-l(c^*rSift<*:**; sPU * P-^;Hft#*fcl± 
*y*D-^;vBi#Tf»*±B (2 3) iaacD^Wf^o 

(2 5) ^y^o-^;i/tS*36«. K-v#jB£**tt<fc&J:tfl: 

nuts*. sfcii€n6©Rfti^*6iah8ts»-e*8±E (24) tsm 

(2 6) K —V tPM&T %>ifii&&s KM1730, KM 1731, KM1732, KM 

(2 7) bhftSft^ b H+^^taftiitft hSfflitt«g««8 

*jft**pfeattn*ta*T?*s±E (25) 8a*©^»r2go 

(2 8) t h^*;*^tn;<M* KM2532£fcttKM2550^*£±iS (2 7) IB 

(2 9) b hSffl*ffi»«fi^lllftft^ KM8550, KM8551, KM8552, KM 
8553, KM8554*J:tj™8555^^^S»ctDa«nS^"e*S±fB (2 7) 13 

(3 0) SMWrtfi*, Fab, Fab\ F(ab a ) 2 , — **tnift: > *JW7 4 KS 
J&fbFv* <fc tJTO*ffi$*5£*« ft*tr^*- K fr 6 fc S »fr 6 Ilfn * tfiftJTf *: 
~ZZbZ>±M (2 5) hB«£)#StMo 

(3D awttHttTc*. iajt*tMS*f©«iifcft*«* 

fctt»e?x^wfciii^*fcts*'e»s±ia (2 3) - oo) ©i^-rnap 

(32) b hVEGFS«f»lt-llc:WUT|g^«**r k 

(33) • v^n^r-^^n^-rs^^ *3ffis«g«x mmmm 

fficffi, »J»«fbSfcH:lktt«*tf*S±E (3 2) IB«^Wr^ 0 

(3.4) b hVEfiF»«Wlt-lt»UT«^tt**r*»«tft bVEGF 
5Sf*Flt-lfc»1-SJEn;f*:'e*S±E (3 2) fBttO^BWiio 

(3 5) b h VEGFSSW lt-1 teMir # »J # n-^;i/St** fcfc* 
^n-^;i/lftft:-e*S±iB (3 4) gB«tf)S£»*ffio 
(3 6) ^n-^-;i/tn;#:^ N /vf :7»J P-v#**TSffi<M3 £tfb 

Mbfci#^ ^/rii^n^©lft*BfM:^^^«nS^#:^fe^±fB (3 5) fBtt 
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(3 7) :/U vtf^-r-SJS;*^ KM1730. KM1731. KM1732s KM 

1748^J:^KM1750^^^i>PJ:D31imstft*^^S±Ha (3 6) f3*CD8£»T 

(38) bh fbifttttfx t h m =? mm <t t h sffl*ttti*3e»«» 

^*3{p6«Hnsiftf*:Tf*5±ia (3 6) i3«©S«r;£85o 

(39) b h^^^< ^m^if, KM2532S fcttKM2550-C**±H (38) 13 

(4 0) b hSffi«tt^*«8WtA»^ KM8550. KM855K KM8552, KM 
8553, KM8554^<fcOTM8555^^^§^^D^^n^K*T$)^±IB (3 8) IB 

(4 1) tri^BTit^ Fab, Fab\ F(ab' ) z , — *«Sl*x K£ 

-C*£±B (3 6) SB«0»B»*iSo 

(4 2) tftfttfn ifcWffiRHftTC*. «aK*ftH:ffifl^©»Wtft*»* 
fctt*fi^X*«fc|||^S*fc»»T!**,-±B (3 4) - (4 1) <ZH>-fft 

(4 3) b hVEGF*SfWlt-l*^rS««ea*K*-r**K**»fiK^ 

(4 4) b hVEGFS«<tflt-lft^rS«4^a*e^^a»H3!mGFCDF 
lt-lsafff^tl^ftBSfrftlMt, *ftttFlt-l**{t*6c6«*tej»ft|B* 
■ra-«HH-t?&S±IB (4 3) K«©*3»- v^D^r— ^©ME^iaSffJo 

(4 5) VEGFOFlt-lSSft^COte^ftKS-rSftR^ b hVEGF§:§#:F 
lt-lfc»T*a#"e**-tB (4 4) ia«©#3»- vi^n^r— S?©Jtt*IBS 

(46) b hYECF**ftf lt-lfc»r*tt»tf^ * U * n-:h;i/ifitt3;fcfci 
^y^D-^;i/ta#-eftS±fB (4 5) £tt<D#» • 7^D7r-i?oit*i 

(4 7) b hVEGFg^Flt-l^^-TS^y ^P — ^l/fiitffci^ >W:/y K 

±13 (4 6) aa«(o#«- v*P7r-y©itei!a«ad« 

(4 8) M^'J K-^^jg^-rStftfr^ KM1732, KM1748^J:t>TO750 
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*e>aan«jR(*:T?»s±E (47) sammam • ? a ? r-wmfcmm 

Mo 

(49) t vfotnittt. t has** vb h m«m3&u&M» 

*ffifl*e>»tfftSffi#T?*S±i3 (4 7) H3»©#i* • V7 p 7 r-^CDjfi 
(5 0) b hS^r^^JrCf*:**. KM2532S fettKM2550"CS) 5 ±12 (4 9) S2 

(5 1) b hStttflftt^ttttffllffi^tf, KM8550, KM8551, KM8552, KM 
8553, KM8554*J<ttJ t KM8555^?)«:SP<tt)S«nsm*T?*5±g2 (4 9) 12 
• v?D7 r— SXMftSHWW. 

(5 2) tattSSrtf"**, Fab, Fab\ F(ab' ) 2 , -^Minfo, V?.)17 4 
^bFv;fcJ;tJ f fflffit£&;£^i&£^tr^7"^ P*&4SS<tDIKhiJS«:-C* 
S±f2 (4 7) Btt0*3* ■ v^n7r-5?Oit*iaSSiJ«, 

(53) mM^m^n, »aK*fettfi^F©««ikft*«j* 

AttJ»fe : fx^fltjt:ifc^*#fcSt*T?*a±B (4 5) ~ (5 2) an^m* 

(54) b h VKGFSS»Flt-l*^-r 5««fej8*BS-r S«lR«**^ 

(55) • v * p 7 r - s; #H#-r a gas**, &*t$)KJ£u >ises>® 

f&ffi, tia{bSfc(iIttl*tS>5±13 (5 4) 3BttCD&*X. 

(5 6) t>VEGF«*{Wlt-l*^^S««feja*|BS-rS«iJSt* , VEWfflF 

it-i««»^c!>*s^4ffls-ra««, *fei±Fit-i3E«**e)©«*fiaftBi* 

-TSt;HT-afeS±l3 (5 5) i2«e©^mo 

(5 7) VEGF©Flt-l^-»-s©*g-&^ffi*-ra%H^ b hVEGFgJgfrF 
lt-lCM-rset*t?S.S±32 (5 6) BBttO^SMH. 

(58) b h VEGFSS*Fit-lC*f-r 5taff3b», U ?D-t;«Jfell 

^•/^n-T-^tStt-ca^SB (5 7) gatt<z>&ntx. 

(5 9) b hVEGFS^Flt-lCM-TS^y ? P-±;UJ7C<fc#, /W7"'J K 

±S2 (5 8) SB*©fg**o 
(6 0) 7W7U K — ^S^-f 5 fatfca^ KM1732, KM1 748 33 <fc OTM1 750 
*&»«ft3ln;#-C*S±ffl (5 9) tBttOi&KX. 
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(61) t hittrffi-tf. t hM** "ytma h 3!ffifflH£&£«:tt& 
«ft*3&»6»H*i4lft»-«**±ffi (5 9) BBttOiSlKX. 

(6 2) k hS^^^lStftfs KM2532SfcttKM2550T-Jfe«.±fB ( 6 1 ) 1 3 

(6 3) k hSffitttttfe&ffittlirattt^ KM8550. KM8551, KM8552 S KM 
8553s KM855443 «t THM8555 h & SSf J; t) jSfcttx 3 trtfrt" $> S ±13 ( 6 1 ) 83 

(6 4) ^BfM-^s Fab, Fab\ F(ab' -imttm, ^^7^ K£ 

3 ±13 (5 9) aBBO&Jltag. 

(6 5) fiW*:**, SfcftfttlHlte7r;lN, «fi*3^l±^^ffl*iMi:fls5S*J* 
fcttit^x^«Jt:ll!^-&fetn;*-C*S±B3 (5 7) ~ (6 4) ffl^fti* 
1 3lfc:flatt<Z>te*gK. 

IS-7*D7 7-^ #«fc3u emA©*ffijfii©^aJln^©5~6%S^ 

fc?%z.t\z&^Tffiffimm*m.-iT&*), $.fc&M(omm, frit, mmmm, 

-iS^nTV>5 [??P7r-J?:SMf »ifc#(1986K SfJ^S^fft : 
56ifiJ£^ ^UJ^(1996)] „ n 7 r-yStts 

*ai:*»jS^ ^MftlB SOjS(1996)] „ 
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mtfmmm-eftnh&^&s #«• v^n^r— yT?iss-raateKkb-t\ f 

s*©T*j:t>o Fit-i*^-rs«f*eaiftia*-r5«mi:b'CH:s Fit-i©«i 
*fcttFit-i*6£o««ejg*fflsi-sftH*^tf»ff &n 

h bVEGF©Flt-l->©IS'&*IH*'rS«Itfcb , rHt^ SSFlt-lK«^ 

s-r a us t b r fct, Fit-i<3D3x y ± jg & mm -r 5 n > * pi* 

$L «itttSBZ03580 [Oncogene, 15, 2169 (1997)]& iffiDp38K&8»J& k^ifcfcf 

h y — • v- j.r;K ;u H - xry - h y — (a 

ntibodies-A Laboratory Manual Cold Spring Harbor Laboratory, 1988) N J^A 
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£ lfi?ffl!l it * ft If % £ k #T? S 5 o 
>MSI!IWttflJ£ft*/W:^y F— vfcJ;De**ttStft#fcbTfck b hVE 

It. ISt^^a^M^ti^ Jab hVEGFS§ffcFlt-l^y ^n-^M/i 

**fttf £^ka*-e££o 
nfe*>©^ je*sikbr»sbv^o 

*»WC««*ti*t Mbytes b FSJ*;<^tft<M3<fctft bSlffiMteifc 
(complementary determining region;J^Tx CDRkB&fBT-So ) ^filta 

&£ZFWMmmmm (w^ vLk«-r) kt h*wt©«tir*««n (jmTh ch 

MSIt§A>f :/<J F— yj: YH*<trmftn— Ft* ScDNAft8t»U b 

A-rsc:kfcj:5i8a*#»3e-rsciktf-e*So 
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tn*n«»UfcV««ft3-H-rScDHA*«MBU t htrL^CHtJ^Vt htn: 
*©CL * n - F * Jlfi^ ft * T * iMMfiffi 3*8.^ * * - fc * ft ^ft ff A b 

■*»ffl-Cffiffl**l4t hffl+^JfcttEitrt hMCl>miAtM£<nt hfA* 

*>©^$?3St?& IgG^tiJB-TSIgGK IgG2 N IgG3, IgG4^tfM Ay ? U 
><DCffl&<D^-ftl<bm^ : S>Z tiffin 

Fab (Fragment ofantigenbinding<E>B&) x Fab\ F(ab' ) 2 . --;fcjHtnrtt( single 
chain Fv; &LT> scIhffi^&kWXfr? 4 KSSfttfifW disulfide stabi 
lized Fv; tt^ dsFvh^-r)*J:OTDRft^tf^^ Kft^f So 

Fabfc*. I g G© h >^««t? 2 t0H«SS»bt M 5 2 oOi?^;i/7 >f K 
m^CD_YJ$(D^~73- HS*Sg«/^W >-e^(KLT4#e>ft^> H|g©N*JB 

*«Bn?«M*tL«Fabtt^ tnt h VEGFS£<mt-lK<frft'V'W 
}|5C^t?t§o Sfett. tatftfc hVEGF5Sf»lt-lKf*:OFabft3-H-rSD 

fc±!)$SSaS-e\ FabftMat-ScfciV-eSSo 
Fab'fcJ:. ±fSF(ab' ) 2 6Db>^H©^^;V7 HIS^ftttlK Ufc«^«tt5^ 

TWSCktfTSSo ^fettx iSKFlt-l^COFab 5 £=7 — KTSDNAftJMMOl 

umzm^z $-\mx u * * - ^k^mis^a <r § c t fc «t t» «a 

Fab'ftKtjgTSCfcJ&^SSo 
F(ab' ) 2 idu IgG0t>y««CD2ffl<OS;^;i/7-f ^©T8S»*b l i7 
^V^Sbtf^tlL 2o©Fab*J*#t>^»^IS^bT«ja*nfcx 

*«WTM!8ffl£ftaF(ab') 8 H\ iSFlt-linittft h 'J7i/>fflILtfS^i: 
^T^^>o £fcBu ^trLFlt-lta#^F(ab 5 K-rSDNAft»«HHIBffl*a 
^W-tJIAU »^^^-ft»«iHlia^»At"*c:fctcfct)»aS-a:. F(a 
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b 5 ) 2 &mMT 2> Q 
— *mtnfc (scFv) fcfc^ -*(DW£-*(DVL£&m^te^7'?- F U (JLU 

t> Pk#-r) sffl^tiiBifes vH-p-YLav^bttVL-p-YH^y^r^-H* 

^-fo *«ra^ttffl*nascFvt:*4ix«YBi3J:WVLH:^ truFlt-l^y ^ p — ^~ 
;Hfi*"e ix « v * * a £ * cd 7?*> £ i> o 

K-v«fc t)VH£J;OTL£n- H-TScDNAftlMS-U — * 

^x;i/^^f KfiSftRtt (dsFv) VH33J:rm*©**x*nir5y«a 

5***lfc;&85 [Protein Engineering, 7, 697 (1994)] [it^ts $Lfo<D±Lifc 

a ^ b in* tc ^ $ ft 5 VH& & o & vl KFlt-i^y ^D^t;«Tfena^ 

. *«91"effiffl*tiS^^;i/7-f FS^bJRfftts t HYEGFSSWlt-lfcifiJE 
f Struffft^S-rs^N-f 7 } ) P— v«k DYH*«tWVL*3— KlT §cDNA£ifc?# 

SSU tt«R^^^-**»«. *«x »*v>tt»»«||B^»Ab«B*-a-* 

+-Sttfr^>VH*3j:tArLSr=i — Kf 5cDNA«rBt#b*3K CDRS-=— K^SDNASr* 
*U ^DNAtrJS^^^a^^-fc^^^^feffl|g^^-ic:»A 

U ^|ga^^-^M^fefo5V^^^^#|^A^^t-^!9^a^^> CD 
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*«WT?ffiffl*n*±EfiMt*fett»st<*:»f«-fc^ ttafttPOttTc*. see. 

ttHr£rttttt& b hVEGF*«Wlt-lC|g^St)i#fcSt«ttlM(ft7c*x Sfi 

Ks> s i> m&fr? oMffltt if^t^miz^^ d t iz «t »j sasr a ^ t # 

K*3-I*^-4cDNA*Ji#S$^ jaUS&SEB^^-fcJfAU IMBS"*** 
— #S, &av^tt»«»IBIISfc«a**Sc:kK:«kt)Sa51 , r*ck* t 

1. Jrth hVEGFS^Flt-l^y^D-^K^fflt^^S 
( 1 ) fcmcDMm. 

Kb hVEGFS^Flt-l^E J tm — ^JUmk&ft^Zfc&lZ.&gtetmt 
bttt, b hVEfiFS«^lt-l&|ffllia*liCIBSUfcl^»S^tt*©lEMaKH 

«\ 7? ;m<D&g<Dmte&mm>n-mM*^-r2>^m>&t hVEGFs^ 

b hVEGF§§i*:Flt-14«*M{C^Jg-r?.«hbT{±s NIH3T3-Flt-l«IJia 
[Cell Growth & Differentiation, 7, 213 (1996)] A*&l:f <btl& 0 

*siifflaa^*«**-ra^r«ttt hVEGF§^Fit-isaw*5v>tt®ga« 
fcfiifl:©Fcai5^fcoia#»aKkbr«as*s^fcbrtts b rVEGFgg 

<*Flt-143— K-rS^ftfeSViS^fflgp^-SfM-cDNA [Cell Growth & Differe 
ntiation, 7, 213 (1996)] fcjSSfc^* — ora^E— * — TSCSALfeS 

hVEGFs??ft:Fit-i«^isafla*, asfc^*4n;«*r*£fcc«fc »)»iisrt*s 
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s^huTii, mm, mm, hie BAffin*^ Bttfc-rsate?* 

*S-C8S*©"C*fttt> ^fft?4i^. JfflBfcbTJ^ x>>x'Jtro 
U ( Escherichia coli) , * X^f-VX ( Bacillus subtilis ) ^<E>:n 

-feX • -fe U If (Saccharomyces cerevisiae ) . ^iZ+J-y *P 5. -fe^ • 

^ ( Schizosaccharomyces pombe ) WJi^nSo ttWJMISfc bTttx t h<9 

fflMX'&zj-^fr^mm, ■y-)\s<DMM-e$>z>mMMs ft>f^x-AA7^ 
-oiBiaT*aaM)iBiJia***M**nso e*«^i>t^ sf9. sf2i (yr 

-^>^x>ftM) , High Five (4 > If h D i> x >*±S0 ^JS^n^o 
iffl^ Mifc^x'Jtro'J ( Escherichia coli ) ^i^Ltffl^^ 

*lfcf, #"J;IH *;^>^A-ft>^fflt^M [Proc. Natl. Acad, Sci., US 
A,69, 2110 (1972)] . rDhr^Xhg (^HBg63-248394) ^-ftUDjj 

SSSiiki/Tfflt^S^ttts M^^^-hbT, YEpl 
3 (ATCC37115) , YEp2 4 (ATCC37051) , YCp5 0 (ATCC37419) m&Rl 

till {PJxfcC, rcU^ hD^U— >>3>S [Methods. Enzymol. , 194, 182 (19 
90)]s^7xD77^ h^[Proc. Natl. Acad. Sci., USA, 84, 1929 (1978)]. 
mmVf-tr&m [J. Bacteriol.,153, 163 (1983)] « s ^rft©:S8s*fllV*& 

ftftWflaSlSifcbTffl^SS'&fcttH ^l^^-^bt, «*fck PA 
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GE 1 0 7 [^31^3-22979, Cytotechnology, 3, 133 (1990)] , pAGE 1 
0 3 [J. Biochem., 101, 1307 (1987) ] ^flH^tl^o 

%m^Xb£^&, M^t, V4 btiSutH (CMV) c?ME( immediate 
early) Mi^<Dy°u^~- 9 — , SV40& £t>&p< 9 att** XD7V ^E — 9 
-^&tf£ft£o b h CMVOimfc^(D^>s\>y—%7'n^:-9 

» WIMS^©Kt(l * ^ 9 9 -omx^m fcbttt^ ■MMBflSfcDNAS # A~T S 
*»T?*ftBk WliHx hn^U- $/a>» [Cytotechnology, 3, 133 

(1990)] . U >«*;^>«>Att (#Pa¥2-227075) , 'J*7iJ^3>8 [P 
roc. Natl. Acad. Sci., USA, 84, 7413 (1987)] 3^ l>f*,©;*8s*fl§^ 6ft 

■<> ■ ; El/^a7--;WtDy- s it^l/^VM - 34 (Current Protoc 
olsin Molecular Biology Supplement 1-34) . 3- D »W JIX • >f^X71/ 
y$/3> • ^^7^-X> 7" • ^tf?^ h U— • V" (Baculovirus Expres 

sion Vectors A Laboratory Manual) ^izMm^tif^m^ «t ^Tx * 

M&^mX^^ — hiyX^ pVL1392, pVL1393 . pBlueBacIII 

(fc*fc>f>b: hn^x>t© *tfffl^6ft5o 

utographa californica nuclear polyhedrosis virus) ftififtW^ £>ft§ 0 

^-fc±iB^^j.n^^;i/^cDjt*A*ffii:UT^ Mill y>»*;i/i/^ 
(^^2-227075) s W7j^S/3>S [Proc. Natl. Acad. Sci., US 
A, 84, 7413 (1987)] *3tWHM&ftSo 

»M^aD<>^ ;i/*£ffSlUfc<Dt>s HJJlSb&Sf9s.Sf21*St^H:Hig 
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[Bio/Technology, 6, 47(1988)] 0 

X [Molecular Cloning 2nd edition, Cold Spring Harbor Lab. Press New Y 
ork (1989) ; &rf s ^- - ? p_- >^ jg2J{£j ^gBT] £13*8 

t-i^sfe^v>(is^wM-^^^$s*§v>iia^saM^bT^-r^- 

So 

«*fctt*aBaa«ff*««cifoiff»w*ft i T. i5~4o o c-ei6-96B^^T^o 

»»BH*s pei±3.0-9.0fc:««r-rao pHOMEtt, r 

gffl^tiTl^RPMI 1 6 4 OJgfttu Eagl e COME MigMt 
*%t^»jeift»«*^Pb&S**tfffl^6tiSo««tt, MB5%C0 2 i?ffiTs 
35-37°CT3-7B^tW tt^BfciB bt. >b^-^-r ^->>U> 

»©4nffitt»6»*fci«iD bT * i 

JgEfo«£7i±£: b-C»e>*ifcJB*ME*#*»*'«-5t8J6fc ltd — »fc 
ffiffl*nTt^STNM-FlWf» [77-^>^i> (Pharmingen) #§g] , Sf900I 
ISFM [7^7t^;p^X (Life Technologies) #H] > ExCelUOO . ExC 
ell405 [ivfftfcJHH M>f ^"*>f X (JRH Biosciences) ftK] *jWB 
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EGFSgtfW 1 1- 1 £ ^ tt»# WtM- * * <D * * & 6.^ BREWS' 

§§^Ct§fe^ jfitiSiRt 8an CD JSift £ ^ £ c £ S«JJ * b v \ 0 
b rVEGFgSWlt-l 0*fi»*^tt«4*»fit**O****V^ttlB'&«a 

MtHMC^m, 7U>^ruxffifis^t:«t5«ia**#bs 

* © j*ifi^«t±» ti-aa a it * e jr r s o 

>y^»3&»*ttbS:i>fi*K:**a:**K:*Rx 2fc£Wia*rU *>^#H 
Ut«IB»t#JB* ftftfftfctts *«±«|+C«H«ail*lilJR-r*c 

^DY^77^, gift, SSUMBtt 2f£E>«»llff«#lhA S^tttt#6 

ffl^EWiWf S3t?U-^^ Ktts Fmoc& {y n,*u )V 

ffi«C«toT*»JS1-SCli:A*t?*So *&s SfcffiKS (*HAdvanced chemTec 
httSO s ^-^r>^;i/V-^-v7S> (^HPerkin-ElmerttK) , 7Dij (*g| 
Protein Technology Instrument^). 9 ^ (*SSynthecell-VegatlSO , 
B*^-t7r>f :/ • U^ryF (#BPerSeptive*t») . AiMMfflr*©'* 

(2) tt»©*fifcffi*s^aijia©iBsa 

±IBT?»6nfc»«BH*l^i:bTtt«ift*S-rSo *«t4*JSfcUT 
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jx/n w > Ftbtd 7D>f> FcD^rTv* h (Complete Freund's Adjuv 

ant), 7KI^br;u^-e?A^;i/^SaiS® T 7^^>^^{f £>ns 0 

SURoa-^tts lBi©ft#©», 1^2iIB»fc3M0Elfr'5o tSJRo«# 
»H:lM&lESfct> 50-100 //g^^bl^c «-jg-4gU 3 <-7BSfc:&filM&CD 
lfifi»«»*SV^H:«#IIRJ:!)SWiiU KilifS©tn;Jg^©MiS(4^ov^T^ # 

(ELISASS) : E^ftBtfPJ (1976^) ] fcire« 

( 3 ) #ft«Ms<z>sasi 

tfffiv^X (BALB/cS*) #HB«1*P3-X63Ag8-Ul(P3-Ul) [Europ. J, Im 
munol., 6, 511 (1976)] , SP2/0-Agl4(SP-2) [Nature, 276, 269 (1978)] N P 
3-X63-Ag8653(653) [J. Immunol. , 123, 1548 (1979)] , P3-X63-Ag8(X63) [Na 
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ture, 256, 495 (1975)] >f > • If h D (in vitro) T-Ji*oJt£fc#§l)B 

T&^fti£>#*£ (r>^tf^-x • r • h y — • Y-a7ib) 
(4) mMM&ZL^s&v-j-frmt>(D&3R 

^^^3-;i/-iooo(PEG-iooo)^^ie]KM*^*^j , )P^. flUB*ik^£-&x 
y * Ai.83g , y y *A0.2ig . A^7.65g , &g*i y * ph 

IBJiacO»fta#5«Jfc1t&n*J:'5fc:> HAT tgjft {iE^t§±ft [RPMI-1640ig*tcy 
^ >(1.5mM) N 2-^M7hx^y-;i/ (5xlO" 5 M K zy^>^^-f ->>(1 
(Wml) *«ttf^JI&»JfllJi(FCS) (CSLttSL 10%) *Jn*.fc*£tt] fcttf*^ 
(10" 4 M) . ^ ^ ^ > (1.5 X10" 5 M) ^{>7^7r'J> (4 xlO" 7 M) 

>w :/y K"VJs#±»%b<{±±M©*aT^^nsjtK^*^-^^ 

Ig-tfcflcfcfcJ:, «HA««BIT8«»#& tf^>, fls*»*tl 

n^y >£ffif»T*5Kf**ffl^£o 

iriFlt-l^y ^P-t;i/tt#oa*MJ:bTtt, W098/22616(cSEi8^nT^a 
/W^'J K— vKM1732(FERM BP-5698)^]g"r ^> IgGli^^^ ^XCcMt" 
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^P-^;i/iftffcKM1732. ;W7U VKM1730(FERM BP-5697)^j^1" 
£ v ^ IgG2bit ^^^^fcUS-TS^ey* P — ^;14tl#KM173(K ; w :r u K-v 
KM1731 (FERM BP-5718 ) #**-T § v ^ ^ IgG2a^ ^ ^ ^{cg-r&^^n- 
^Mfii*:KM173k ;W yy>'-vKM1748(FERM BP-5699)3&S£jg-T £ v>XlgG2 
WfP^ZtzmTZ^S ^n—^;i/tn;*KM1748s iSJ:r>\ ;W7'JK- VKM1 
750 ( FERM BP-5700 ) IgG2W 7^ 7^tIt^^y^D-^V 

±BB«©^>f vB^y^D-^ttiW)^*^ KM1732, KM1748 

*«fcOTM1750fcfc. Flt-lfc»f*+»Seft*lyT*D* MH'V>P7r-y 

(5) ^u-±;i/feif$:(7)PS 

fettru^^>«HI (2,6,10,14-^ h^^^;i/^>^^^>(Pristane)0.5ml 
*ttBfi»#U 2 MfflSMrrs) b£8 -10iH^©vi>x*fcH:^-Kvi> 

$hv^>dvf^77^-*^ mm^fc EMfr&t* * mourn a** if % 

GU IgG2a, IgG2b, IgG3, hFTit IgGl, IgG2, IgG3. IgG4#» If & n S ^ 
4$fcx^yUgGh IgG2a, tMg61*>fm «#flcflM4*BB«*fStt (JKTn 

2. «e-T«»*.tni(t©fP«Krtt (1) -fitt hVEGFSSffFlt-1 t Mbffitt 
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&£ch£J;otl£:3- k <r£^ 

^n^n»A-r £ c £ £ j; o t> o-e* s« 

Wittfs PAGE107 [Cytotechnology, 3, 133 (1990)] . pAGE103 [J. Bioc 
hem. ,101, 1307 (1987)] , pHSG274 [Gene, 27, 223 (1984)] , pKCR [Proc. 
Natl. Acad. Sci., USA., 78, 1527 (1981)] , pSGl/?d2-4 [Cytotechnology, 
4, 173 (1990)] WiM&fcf&JxSo mmMMmZm^Z ^-fcflJ^S 7p^- 
£ — >1J-— iibtlt SV40coSJ^rn^e— # — £:n>;\>+>— [J. B 

iochem., 101, 1307 (1987)]. ^D^-v^^fijfiijS^^ ;i/X<£)LTR 7°D^E— 
* — fcJ-W^IJ— [Biochem. Biophys. Res. Comun. , 149, 960 (1987)] N 
SAtJCftfi^n^UVH ficra^- [Cell, 41, 479 (1985)] h^>^ 
[Cell, 33, 717 (1983)] *#fttf6n5o 

^^ns^t^>TAM(7)t hflsis#»affl^^*-cD#<«?*bv> [j. 

Immunol. Methods, 167, 271 (1994)] 0 

(2) t hl^^c^ib^cD^^cDVH^^^VL^^— F-r^cDNACDmt# 

;i/Jni*a)VHi3 cfc OTL ft n - K "T § cDNAtt JWTO «t -5 £ UT 9tf#-r § □ 
Jftt hVEGFS*ftflt-l^y^D-^;vtS**S*^*WJBH 09*fck 
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b hvEG¥&nmit-mi&m&^ k— ^ct^nRNA^jamu cdna^^ 

cDNA^X^U--£fmf-£o »^>f X^ U -J: b hiU^cDi&fel^^*, 

^^^mi^cDmm^^^^mm^^r^-y'ti.xm^, vh 

(3) tMW7iSMI^^^-©ftl 

ittfx **^mmw%*<>7 9--<b*- hjfi;»<ocH*«j:vcL«=i-Kraaife : P 

>Y Mcb hfiilftolMfc^^ 

b h tttt©C®«©5* i: 6 ft S ® If * D ^ WWfcaES ftffl 

»A/3K3«(Offl*tt8t«*« (CDR) Lis—*r>isX- ^X- 

7°Dr^ >X- rt:/- Ay (Sequences of Protein 

s of Immunological Interest) , US Dept. Health and Human Services, 199 
1] o ^bT#CDR TXJWSm (CDR KM) fcfc> MJfl^ttGDV «^©T^y 

\/7s h (Sequences of Proteins of Immunological Interest) , US Dept. He 
alth and Human Services, 1991, l^Ts r ^-^r>^X- /Pr-OX' 
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( 5 ) b h^CDR »«Jft«:©V««ft3- K-T ScDNAOflBR 

m*.&* Protein Data Bank fc«fi*ftT^Sfc hKk«OV««<Z)FR0r ^ J 

b htt^BllioKfreoV**®^^ >>BE#Li:«^«IHtfc» b < &65%IU 
^ ^BE#l*:n- K-rSDNAffiWfcBWOt hK^O»»Ota*©Vfli*©CDR 

s^ti*^- H-rsDMAffi5o*aaffl"r«o a)R»tiia«Ri*fiR«afi : ?ft«»'r* 

feto^SStbfeDNAlB^ISftS £DNAIE#I ^^J^-t^J: 5 

^>3> (Polymerase Chain Reaction ; KTx PCR^fBI") ^ff^o PCRT£)M 

^ttXEaiftSWEU S^cDb hfflCDR»*tS#O««<0V*«0)r$y|liB 
^tj^n— H-r^cDNA^^-tfT 6 ^^ ^ K£IDtf#-r3o £fcs JftlOOflBEJ: & fc-S-e- 
>£\ saSfSct^ a«j©b h^CDR »*et*o*«<z>v««©r^y»E 

( 6 ) b hSCDRSPafiitfOVfiSWcDT' S >> BEPJOSC* 
b h^CDR^ffi^ffttBffJOt h^<0«/»©6i«:©V««©CpR©^*fc h 

ffl^©JRftCDrSttt-i:fc-^TfiT bTb£5CfcjP«e>ftT^§ [Bio/Technolo 
gy, 9, 266 (1991)] 0 ^dTb htfCtfCDV ffiJ^CDFRCDr ^ J «E5B©-5 t»> it. 
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^v-ftffl^TliJfS2 (5) fc|B«©PCEftfT-5^kt:«t0jafifc"CS-Bo PCRf£ 
©«B»fM*4aS»^^^-^'y-^D--->^ r *. *©**KMftife£U 

T X J mm& ft 3 — K r *DHA SB^U ft # tr 20- 35ig*fr tftit^'i 

■2> o 

HUHB2 ( 1 )fflb MbffiflslBgUIJ^*-©b htftfkCCH&OTLSa- Ht5 
jlfe?©±^{c, huHB 2 (5)*5J;tf2 ( 6 )-C*WUfcfc KSCDtt^*trS*CDV 
HSt5VL<£n-h--TScDNA*»AU b hMCDR^*ta«:^S^^^-**l^-r 
&z.t#H1*'&. mitt* b hSCDE»*iS*©VH2itmfflr$>'»Eyjft3- 
K -T 5 cDNA£fi?fgT S fe «JfflPCR®PSS(c5' *J*i5<fc W *Jgffl-&fi!a)NA©*Jg(c 

f sififg^ ©±^«n e> *»3S«j3ftB-en^-r Sid csxt set a j t- # 

(8) fc MttfittCDHafi: (h^>^^>h) «S43«tWSttIW!Di 
*i*Ot bftjfiftCffitttWfifcfW-rStK)!:, iiufE2 (3) ©fc h 
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m^t^m&zm^z*?—, 45^^132 (7) ot hscdr **tja#«a^ 

*St^tt*n6©**^^^ — ftC0S-7«UB (ATCC CRL1651) CiAbt 
b Mblfift^— 3ittlBi& [Methods in Nucleic Acids Res., CRC Press, p. 28 

3, 1991] ftf?t\ ^cDfstsaai^-rsciii^sso 

C0S-7*U»^©$BS^*— ©#Ai&fc Uttts DEAE- T^rXh7>^ [Met 
hods in Nucleic Acids Res., CRC Press, p. 283, 1991] . U#7i^i/a> 
i£ [Proc. Natl. Acad. Sci. USA, 84, 7413 (1987) ] UtfSfcT&ftSo 

^?*-©»A^ **±»*©t hft^*©fSttttHulSl (5) tSB«© 

B»*ft3e«^ffi (elisaso ^fcAOwerscfcircsso 

(9) hHb»^ ^*5cfc^rSttWffi 
buI32 (3) h^^^^S^S^^^-^J:U c H5IB2 (7)coth^C 

M¥2-257891, Cytotechnology, 3, 133 (1990) 3 ^Wsfctf Ztl&c 

#|£fc£. vr>XSP2/0-Agl4|fflJ^ (ATCC CRL1581) , v>j7XP3X63-Ag8.653 « 

(ATCC CRL1580) s K D 3tM7C**Jie^ (JBITn DHFRiBfe^f iift-r) 
tfXfflUfcCHO fflfla [Proc. Natl. Acad. Sci., 77, 4216 (1980) ] , 7^hY 
B2/3HL.P2.G11.16Ag.20M (ATCC CRL1662. J^T. YB2/0 It&J&tffi?) *3&*<fc 

7891teH^«*ftTl>3#«fc:!Kt\ G418:££OTCS ft$trRPMI164<WS»fc: J: t) 

#ft*«»«***ck3E«** 0 «flB**©t hftttflaoffittttMBl (5) 
{CH3«B©^S^^i3 < fc?)aiJ^"rSo ^flMElfttttt, WH¥2-257891fclB 

"T££i:jF"Cg3 [TV^tf^VX (Antibodies) , A Laboratory Manual, C 
oldSpring Harbor Laboratory, Chapter 8, 1988 ; HTn r 7>f^rVXj 
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ftav^tttft*^**©^*^ tfur^u^r^ Ky;i>«»*» (sds-pa 

GE) [Nature, 227, 680 (1970) ] y^>f >^i£ 

r^fX, Chapter 12, 1988) ^S^IT £ a 
MSttUfet hflnKfroafttts fcbft*nE»OVBGFK:»r*iaSStt© 

«Si±HirfBi (4) fciB«cD^aftjf«c«t»?»j«-r*^fc3W"?fsSo 

*/^K#-e&£KM2532 N KM2550^ N h NSCDR^ffifiWr-e* &KM8550. KM855 
U KM8552, KM8553, KM8554, KM8555^ifclf ftttS* 

Ihbtit mi*. thf^7S«:o^T(i KM2532CDH«nI*««DNA 
£*-r&*J§§MXLl-Blue MRFVKM1732HA2 (FERM BP-6354) . KM2532<£>L|g nj^ 
»«DNA*#?-£;*J»SXL1-Blue MRF /KM1732L2-1 (FERM BP-6352) . KM2550 
<Z)H«nr^fg«EDNA&^-rS^:»aXLl-Blue MRF' /KM1750H2-1 (FERM BP-6353) 
*iOTM550©L«^**jMllAft*rS^SXLl-Blue MRF' /KM1750L3-1 (FE 
RM BP-6355) & £**&fcf£;iT,5o 

Itim «itlf. t hSCDR^jtttftCZ-o^T^ KM8550, KM855133 J;tfK 
N8554jCDBMnrft««D N AS«"T S^J»a*DH5a/pHKM1750HV0(FERM BP-6719). 
KM8552, KM8553*«t VKM8555©^^*««D N ASW1"S^»aDH5a/pHKMl 
750HV3 (FERM BP-6720) . KM855043 <ttHM8552CDL|gRl^«{D N A^^fT 
BIS (FERM BP-6716) . KM8551;fc £OTM8553cDLil rJ*««D N A^^ r ^S^J» 
M (FERM BP-6717) , KM855445 J;WKM855B(DLaBir**«D N Aft*?" 

(FERM BP-6718) ftiTfffttf &tl5o 
3 . Xfi7iBttAtA«(DffCl^tt' ( 2 ) 

(1) JfifWfM-Fab, Fab\ F(ab' ),<D««KfiS 

Sfcfciu Kiftt hVEGFSSfrFlt-llAft:cOFab, Fab 1 &3 W2F(ab' J.ftu — K 

27 



WO 00/79275 



PCT/JP00/03957 



ifctcfct)***^ Fab, Fab' &£^fciF(ab 3 ) 2 &WmTZ>Z- tff^^^o 

bfcFabs Fab\ F(ab' ) 2 CD#?MfcJ:s *Uri"J^r5 (SDS-P 
AGE) [Nature, 227, 680 (1970) ] Wx^^y/p^rO^ (T>^ 
t^X, Chapter 12, 1988) «t?«J^-r So 

Mi^bfeFab, Fab\ F(aV ^CDfiJfc^ $fc. Fab, Fab\ F(ab 3 ) 2 oVEGF^;:*t 
<r£Pl«f£«^2ffl^^ (4) ClB«6D»ifi*ifK:J:D«*-r*iit3B > "e 

(2) tftt hVKGF**fl*lt-l-^tft»<OfP«Wftt 

mfl32 (2) . 2 (5) iJctt^2 (6) C13«©t h^©»*fiDtft**S 

CDR *£»tt^cDVH£ <fc tfVLS n - H "T ScDNA ttta^«atf # S * ©Tf * n 

fifljtfcfx PAGE107 [Cytotechnology, 3, 133 (1990)] , pAGE103 [J. Bioche 
m.,101, 1307 (1987)] , P HSG274 [Gene, 27, 223(1984) ] . pKCR [Proc. N 
atl. Acad. Sci., USA, 78, 1527 (1981)] , pSGl/?d2-4 [Cytotechnology, 4, 
173 (1990)] *3W*tJ&ft5o -*»JrC*ft«S31^^Sfctt)CD!S^fcbTtt, 

ft«^H:IBIBrtt:fi*6**cfctfTf8*o 

^^^s-*aK»*n-K-r^cDNA*a«j*rD^-^- N 

— #«tn;ft:£n- KT^cDNA^, VH£n- KlT£cDNAkVL£n- KT^cDNA 
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fcjFKSTN f^J^i^Pantolianoe^ct D^^tl^^co [Biochemistry, 30, 10 
117 (1991)] *SV^^nsaJcS!bfe*>0*fflt^cii:*«7?*So 

(3) Jftb hVEGFg§fmt-i**;u;M F£^fb^*©fN8Wffi 

2 (5) CDPCR ftfli^feftSSlXttKlibfT-Sifc^S^o 
f# €> nfcafc^VH* £ OT&^VLS =J - F f £ cDNAftattD&$88iffl^ * — £f¥ 

A-T5ci:^ckt)^x;i/7>f F S^fbttflaM*^ * * — * «t xf y * ;p y * 
7>f F £^bffi<*»SlflI ^^-tlt H:afcSVH3 «k VS* *VL ft n - F "T 5 cD 

NA£ffl&^iBgi-e s s * ®-e»nB, ^ t s So 

fllitfck PAGE107 [Cytotechnology, 3, 133 (1990)] N pAGE103 [J. Biochem., 
101 , 1307(1987)] s PHSG274 [Gene, 27, 223 (1984)] , pKCR [Proc. Natl. 
Acad. Sci., 78, 1527 (1981) ] , pSGl/5d2-4 [Cytotechnology, 4, 173 (1 

990)] m&$>\fe>tiz>o vw?* Fft*fta**»«**sfc»fcy^^7 
Sfc^ Waa:3/^;^r^ Fftn — F-T scdha*«sjb^*— K»A-r 

(4 ) &mm£<D$m# a m&&wm 

iwb (i) ~ o) ^mm%ntzmmK$m^z -^mm%m^ 

Vxjvyj F£5£fbtrCf*H iM^^^-^^^iiy^^7^f FS£ 
ft^*L «*S^*— hP^U— >3>& [^H¥2-257891, Cyto 
technology, 3, 133 (1990)] f 0^S(:<t D i±«^\#At I. C ^ N 
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HUK*3 ± WBI«H:&»©tt«*«*'&ti * a c fc fc: <fc U jtrtt" a £ k IP? 
£a D Kfrifit^m^^^-, Kfi^fttftttH 

3i*i8*fr*cfcfc < t!}jBrit-r«ci:3W*ao ^fes is^«uiacD^u^x 
v««^fc»jai*ji-6ae»a N ^©iiiiiBfcitaffi^ay^ft-^^ K^aa^ 

s^fcct &3t«-rsiifc3a«T?sao 

»K*nfc-*«Htft«:H:H Suf H 1 (4) tia«©^rtS»fc J: D«l*-r*c fc 

***i&&bfcCD%s SM4**f S«Bt^fc*<Hf^ [refolding J*fls; Mole 
cular Immunology, 32, 249 (1995)] fc: J; *) -f Klg^ftjedt***:^ 

- * fc ity ;i/ 6 jgfc «t d «e r a ^ * & 7 * j* sw&fbgitt: £f§M -r a c fc 
tf-es*o yx^-f Kft*fttft«©Stttt*inai (4) fcia«<z)*is*t«t 
DM^-ra^fc^-e^ao 

4. «g^fttt©ff*l3&as 

Rf*^iiet^^t^^tfcg^*lt «*KXlK [Anticanc 
er Research, 11, 2003 (1991) ; Nature Medicine, 3, 350 (1996)] fiEffitf) 
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*JWE^X*«fc«S-&**ftJ|g^K«:tt, [Proceeding of Nation 

al Academy of Science USA, 93, 974 (1996); Proceeding of National Acad 
emy of Science USA, 93, 7826 (1996)] iMC^fcttoTftJBr * - 1* 5 ^ 

m^ti&^mmi^t^mzm^^^mm^ [s c 

ience, 261, 212 (1993) ] fiB«<D#&Jc^oT#M^£ C kstTC* So tSfr 
hM^«fe^l§^W^«g^^^felS^fi*^s WAttAlK [Antibody I 
mnmnoconjugates and Radiopharmaceuticals, 3, 60 (1990); Anticancer Res 
earch, 11, 2003 (1991)] B«035Fttfcfl6orff»-rSC k#"C»*o 

-Y h*-Y>» h^>>. s fi^o*#ja^ft*W»il(Wat:*« 

VEGFS«Wlt-lfc»-rStn;*ftfflV^-C*.3»^ n 7r-j;tftS*fifc« 
fflSfettSItSSffifcUttt^ ffiftintffrSU ft«#*tn;ff» (EL ISA) , ffl*f 

tt»H«»ftftJn:*tt (ria) , ftjs««sftfiags ft««fla*fi»>&:i:©ft«fi 

«Mb#Sfi!fi«6 (ABCffi. CSAS^) , ^xX^7*D7r^m *ftifc»au 
±BfcBUfc#*ftttW£8U ^> y^ELISA m [$^D->«lY 

mm^^^y^^y-i y£\ 1987^) , ss£<b^*@fc§?f 5 ft 
affift*w*tt (jusca^ha^ 1986^) ] amtrsnsc 

^^i/vfk&teu [Monoclonal Antibodies: Principles and practice, 

Third edition (Academic Press, 1996), u->iKi^mm^^^-T)l (it 
itttlM^v^-f y -f 1987) ] ^fcEftSnfc^fasftffl^Tfra^i:*) 1 

^*4SJfo£-B\ *6t7;Vtl/-»'>fV^>7*-h (FITC) 
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^f) [Monoclonal Antibodies: Principles and practice, Third ed 

ition (Academic Press, 1996), #^D — >JS**»V-aT;1/ (Pifttt'iM 
:n>5^:7^.y^, 1987) ] *fcfB«**tfe*tt*«^TfT^Clt4«T**o 

&S»JNJSf*« (EL ISA) JlBB»*ir^H:*©tt»«H SMttfeS 

^tt*<B*#MU «UB««±»> Itok ^7j<, Bl*ftiffc^ *«BHT?tt 

* Site Lfcfcvf A y y p :/ U >K*& S ott*g^»r#£ai&^fc«, 

ffitt&s^tt*©«#«u «e«a»«±f»x ifiivf. w*s ^7j<. iwtftirfc, * 

h (FITC) ftif(Offic*»H % 'Vl***^—-^ hf;**- >fc 

5r*x*>^i3^-f ^»»±, ^^^^^b^«i^tb^j&^^^co?K#^, last 

[Antibodies-A Laboratory Manual, Cold Spring Harbor Laboratory, 1988] "C^Hl 
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6 . mm ■ □ -? T-vizm^?zmm(D%imM&&v&mM 

ADCC, CDW&OStflaOx 7 sc. * * -r£tt£7> urvEGFSSttrit-isiHlBSiafc 
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u >mcoaimmm^mmMt^xm^xmmx^^ 0 

mmi<z***m, ^.mitmm^tz.\±t!)v^>mmoyu^m^xmm.^mo 
■tf^mmm^mm^-r, t^m^^mm^nTt i^x^m^^iu^^ 

& 5 v ^ fcfciSjaag t ffl v> 5 c i: #t- g s „ 

2>Vim±, t hvEGFoFit-i-Nco^^iss-rso -ffcfc>^ Fit-igau>K 

mvazmfetzfimz, [Biood, 87, 3336 (1996)] am^mmizm-o 
xn^ztifix^Zo 
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inCD97j/L«:^ J: WtSCDl lbK* t 0K*tt ft *tt U fc SIR 4 « "T • 

*nCD97tft;{*:ij3 ± IftftCDl 1 cK<* h®£l£ttttttt Ifc^I^^to 
Mil ^KUcDLCO^-hcDb h'u>^^«fc*tflt-lJft*»J:rmCD34tt 

©MiStt ft tftlif b ft ^ -r o 

i: ©see ftMtt w feiex ft * -r o 

SB9l3fciu *7H©Lco^ r -bCDt h U >/^«ttWlt-ltt**«fcrmCD97K 
*kofi*ttfttM»bfctS*ft*-ro 
KlOHtt, b hM»»©CD3 4BH4«HaftJS«bT»&#«ft7P- 

flgllHttx miOm<DM(D?- h£)b h#«k^CD97^^^r>mCD34K*h 
«12iatt % mOH©M©y-- h<D t h#«kIWlt-ltrifl:*J:t5^CD34K*i: 

mimt±, b b^©^^ 

£SHIft^*f o 

^14Htt, y^TsX FpBS1732HOJifiRxa*^bfcBn?*So 
SBlBSfck ^^^^ PpBS1732L©3fifigXSftSbfcia-e*So 
£§160fcJ\ r^** HpKANTEX173ZHCDJtdtxa*^bfc0-e*&o 
^170^ rT^** KpKANTEX1732©Jg^xSft^bfe0-e*S o 
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^18I2H:n y^^K HpBS1750Hcoigj3cXS&^bfcEI"eS>So 
m\m\±, T^^X KpBS1750LOJtfiRXS*^bfcHlf**o 

V^X ^ KpKAMTH1750H©a)G«xaftiSbfcBn?*So 
SB21HH:. r^X^ HpKANTEX17506DjgfigXg&^bfcHT*So 
M22Bltt> MSbfettt hVEGFg^Flt-lb h^^^^^«M2532^cfcOT 
M2550CDSDS-PAGE (4-15X^7 S?.x> h y;i/ftttffl) 0*^*ft^^->ft^b 
fciT*$>So U->li«E4MPv-*--, U->2^5i^f^T^CDKM2532, U 
->3^Stc^TT-OKM2550, U->4t^#?V-#- s 1/->5»I^ 
fTFTtf)KM2532, U - >6^M^^TT rt ©KM2550cDa»/ \& - > *%ti*ti 

o 

^230{±s *itS^b£trLb hVEGFg^ft:Flt-lb hffl**>tfcfHm2532*«fctfK 
M25500DpJ?§t4b NVEGF§^#:Flt-l 7Nfc©»&fStt*jS bfcElT'&So (A) 
tt^lx-hi^iSftS^^Snr^ttt hVEGF3S#fflt-l 7N£>i§jS££-^ (l//g/m 
1) CU »t§h hffl*^7tt*»***ft**fc^©IS*T**o IKM 
tt*I»ttfc hVEGF^gfrFlt-l 7Nfc©*fr&Stt. fltttttt 
^^n^ti^To A#KM2532. O^KM2550^rgffi^^n^tl^"r o (B) Ii7 
I/- hfcBW^'frSRliBttb hVEGFg§*Flt-l 7NO«K«*fti*^ 
it (KWml) hS^^lft(t©«S^tt*«*bfctt*'tf»So ««ifc* 
WiSttt hVEGFg«*Wlt-l 7Nfc©ISd«fe ««t±:TU- 
*ttt hVEGFg§{£Flt-l 7NcoiiJg^^n^ti^-To AMM2532, O#KM2550 

HI24[a&> JfitSStbfcirib: h VEGFg:§f*:Flt-l h h^^r^ ^JrtffcKM2532i5 £OT 
M2550fccfcSb hVEGFhb hVEGFSSfWlt-KOtt^BBSSttft^bfeHT* 
5o OMM1732. n^KM1750, • jMM2532, Mimi2S5Q<Dffi&&*n*tiijk'?o 
»25BI^ 7°^^^ KphKM1732HV0©Jifi8x8*jSbfcBl7?*So 
^26HIii s r^** K'phKM1750HV0C!)je«xSftSbfeEI'eftao 
SI27EIB;, KphKM1732LV0©JtfiRXS**bfcHT!*ao 
fB28BJ±s KphKM1750LV0(IV)©Jg^xgS^bfeElT?*5o 

^29ma, KpKANTm732HvocDjgriixaft3SbfcH-e*ao 

«B30BII± % 7°7^^ FpKANTKX1732HV0LV0coafiUXSft^bfcB|-e»*o 
M31BHU KpKANTEX1750HV0LV0(IV)*^bfeHT?*So 
fg32Hlfct, tab hVEGF§g«:Flt-l^y ^D-^;i/Jn;#:KM1732, KM1750, i5<fc 
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mat hVEGFg§#Flt-lh h^*^tfif£KM2532, KM2550CQ, njjgffih hVEG 
Y^fo&XZf*CDm?»foX"$)Z>Y\t-l 7N> Flt-1 3N, Flt-1 2N, Flt-1 7N.K2 

* J; otdr 7H<Dts^Rsm &mMfasm&m rmm b & *ss & o 

H33HB\ 6th hVEGFS^Flt-lh hS** ^iafttCM2532. KM2550<7) pj}gtt 
h hVEGFSgffiSiUf^ODSIW^feSFlt-l 7N S Flt-1 3N, Flt-1 2N, Fit- 
1 7N.K2£J;OTDR 7N^ajStt#^^Mj£UcooT»^^aiJ^^T^Wb 

^35I3(i. r^^^ KphKM1750LV0 (DcDagfiExSS^bfeHTfcSo 
»36Hfci\ 7°^^^ KpKANTEX1750HVOLVO (I)©MjSxg*^bfcH7?*So 
fg37[Hteu 7°^^^ KphKM1750HV3OJSj«3^l*^bfcH'C*So 
SB38Htt. y^X^ KphKM1750LV4CDJtfiEXS*^bfeia"??&So 
^39H^ 7°^^^ KpKANTEX1750HV3LY0 (I)tDjg^XgS^bfeBlTfeSo 
IB40Blti\ 7°^^^ KpKANTEX1750HV3LV0 ( IV)©jg|£Xg£?TS bfeHi7?& 3o 
M41E9tts T^yU KpKANTEX175OHVOLV4£OjgfiRxg&^bfe0^feSo 
Sg42iafcfc, r^** KpIAHTKX175QHV3LY40JtrttxSft5sb&H-e*So 
^43Hii. hVEGFg§ttFlt-lh hM** ^Jfi«M2550* £0*h bMCdR 
i£*6WMM855(k KM855U KM8552, KM8553, KM8554. KM8555CDSDS-PAGE (4-1 
5X^^x>b^l/tttI) ©«aatt^*->**bfcHTf**o 

M«Mll^*->*St. U-> 1 i Atf 1 0 tt([^?iv-*-, U- 
>19(ifi^-7-^»v— u— >2:fc<fctKl ll±n> hP— ;i/lft(fCftSK 
M8969 s U — >3*5«ttJ« 1 2 &KM2550. U — > 4 £ «t 1 3 &KM855(k U — >5 
i3±V14ttKHB55K U->6*5 J;t>'15MM8552, — >7#cfctf 16&KM8553, U 
— >8;feJ:tH7B:KM8554s U — >M3«fcO< 1 8 {iKM8555^^f o 

Si44R|l±H Kh hVEGFS^Flt-lh hffl** ^tft»DB560*J:O p t h^CDR 
»ffi*i#:KM855(K KM8551. KM8552 N KM8553, KM8554. KM85550D RTigf4h bVEGF 
3§fltflt-l 7HtCD3|B'&?Stt**bfciaT»So 

HI45[II& S iSb bVEGFg§fltflt-lh 7jEni(«M2550*J:Wt h^CDR 

&mmmS5Ws KM8551, KM8552, KM8553, KM8554. KM8555<£> qHStth hVEGF 
a«fli*«aiai*Flt-l 7N, Flt-1 3N. Flt-1 2N. Flt-1 7N.K2, KDR 7N£(D$i 
-&TSffi4^bfeElT?fcSo 
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tB46E0tt. tat hVEGF§g*Flt-lb ^£W$:KM2550i5 ifft h^CDR 

^ffitn^KM8550. KM855K KM8552, KM8553 N KM8554, KM8555(d i & b hVEGFh 
b hVE6F«*(Wlt-lCDl^lHSStt*«Uftia , tf**o 

»47Elfck Kb KVEGFS«#Tlt-lt hl^ ^trt<**5 JiVCDHMtlAftUOH 
IHnr^ttfi^T'^^KlE^JS^bfcBlTffcSo KM1750mousei:«is KM175 

0©fflKRl*«*(t^5^ftBWN KM1750HV0fcfcJ\ KM1750<DH«nI£«H:Wft©CDR 
£b A7->t»Abti**ft*75yiiJ>^ KM1750HV3fctt, K 

M1750HV0CDy U — A? — ^c£>T^ y »iB^J&— fflKM1750niouse©r ^ ^IfcH 

Sg48l2fcl\ }7ib hVEGF^§*Flt-lb hi^/^Sbfti^OTRflln^L 
^nf^^r^yHBB^JS^Ufcia^fcSo KM1750mouse£:J;is KM175 

Q<DimBl&ffi&T$smg&<L KM1750LV0(I)hfi> KM1750©L^£««I*ICDC 
DR£ b r 7 U - A V - ^ fc# A \sXmf&$ tl S T' ^ J WtWM, KM1750LV4 1 B\ 
KM1750LV0( I)©71/-A7-^07^ ^ffi^U ft— SSKM1750mouseG> 

is §1 ft mm t & fe tp g & g> jfcflB 

b h*3»fc*r-ratfi;t: bFlt-l^y £n— ^;i/fS«M1730 (W098/22616) <DR 

■#£#«U JSCDllbfci*, KCDllcSt^^ J; t«ftCD97tS* [Leukocyte Typi 
ng VI: Kishimoto et al., Garland Publishing (1997)] fcGXK/iSteSfliSb 

CDllb, CDllci$£OT)97te\ #3*±fc:SHIbTl^5 [Leukocyte Typing VI : 
Kishimoto et al., Garland Publishing (1997)] 0 
SCiK [The Journal of Immunology, 147, 2251 (1991)] BBiK©Ficoll/Paqu 

#a*B»SEIlRUfco »*»«Bl^ftPBS (137 mM NaCl*5 <fctf2.7 mM KClft 
*tt9.6rt'J>i«ff* pH7.4) X'ffimk, O.IX^S/^V^aV (WT, BSA 
£ga-T£ i^vitjfi) £^t?PBS (fi*"K 0. IfflSA-PBShgBf 5) fciMMbS 
tffco. W^3xl0 6 flS^12x75mm^^X^^-^ (C0.1%BSA-P 
BS FITC (Fluorescein Isothiocyanate) WMtKCd 
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(7r-;>i;x>tS) s PE (Phycoerythrin) S!»^CD11c#l#: 
• 3-;v*-:fctS8) s b:*^>«MtniCDllbtft* • 
*-*t») ©JH*«#10/£lt , o*^^?-a.->fK:lipjt N MT15»m«tt« 
k4S*k*RJfc**fco »i^KbfccD^t:«fe^u 300/z Icdo.I^B 

SA-PBS£i?aSiU 50fl»*Rbfc^ h h T tr^>-APC h y 

fcaa*U h*-*- (Epics Elite : ^ffl^ti 

Urrpy h^A*jS-To *»«1B^K:J±. MTf^lyfc#«*«t 

t5L-e^bfcy>^3*tf^StlSo M^bfcl|iJSiB#£1M h^A4»CDfg 
«bfc«««)«HlB*a#?b (JMTn >^7A+©Jg^bfe««©)IBIJB&S 

tMD97K*fccDSiBffi*»itbfco «l»ftJB2ia*J:a«3Ht:^bfc« ** 
T^^^S^nTV>^CDllK CDllc^j:OTD97 [Leukocyte Typing VI: K 
ishimoto et al., Garland Publishing (1997)] ^«bfe:^^ * 

fi!v>tftfttbfeo 

CD34&. Jfll*«^#«SbTV>*v— 3Ej — fcbT«6inTl>S [Leukocyt 
eTyping VI: Kishimoto et al., Garland Publishing (1997)] 0 

triFit-i^y zu~-±)\/%ifa, mwm{fch<D&mmz'o^T^ wmm*i 

0 6 {1^12x75min^f^^^j--^ fcO.lXBSA-PBS 300^1WBHB 

Lt^au Jftfc hFlt-l^ey ^D-^;vtrLftKM1730 lmg/ml£10> 1JJPX., ^ 
fiT!15^BISJ«af**:o RJB*s »'fo#«b&©"&«#U 300// lcDO.lJBSA 
-PBSlcyWSU 5WEHWbfcPE«li^*ttvi>^IgG (i^ttJtt) 10^ 1*D*. 
a»-C15»BKiB*#fco RJfcSL *&#«bfc©*ifci*U 300/zl©0.1». 
SA-PBSfciWBU PCS (PE-Cy5(DB& ; PE : Phycoerythrin, Cy5 : fiflf) «aSb 
fcJKCD34Rft (f^^III : a«) 10/* UP*. 

5*BSJfi*-&*:oK*«s »'to#*b;fc©%ft$*U h^-^- (E 

pics Elite : 4t») ftfflV^HWf 4ff o fto 

HI 4 H*«fc V* 5 ^ — h L©U «fctKf- r M©##6:*rr SK 
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Mi73o*j:tmcD34iaflMZ)atBe**ii-«'nwufco mt>. mm 1 izcmmm 

£tbfr<DtCtt Ls ¥ii:o^T fcfc?l*i 4 ©trtCD34in;#:C fefcSjfo b & ^ ^irCF lt- 
ltft{t**SJfS-rs«lia#84.9Jti:^ft&(S»fco fEtJT, #»3*©+-CFlt-l 

(C0.1%BSA-PBS 300//lfc!SSi8bT#&b> lmg/ml^t hFlt-l^y * n— 
#KM1730£10// 1ft]*., ^S-ei5^^Si&$-&fe<. KfegL S'^ibfeO* 
i5t#b, 300// lffiO.lftBSA-PBSCffjgU 50fS#i?bfePEtI!a^:¥St^* Ig 
G (^nttSi) limit. ^«T?15»IHfiJS**fco KiSfts j*'MMBb3fc© 
t.iSfe^ Us 300// leoO.lJSBSA-PBSC^jfiU FITC*Ill$bfeinCD97ln#: (77- 

^SffibfcO^?Sfc?f U 7P— !M h^-^-(Epics Klite:=f-;i/^-tt») 

» 6 mt£7— hMcDWtM-rSiftFlt-l^y ^n-^-;i/tn;#:KM1730 (W098/ 
22616) „ ^CD97ta^<Z)H^tt*^bfc 0 M4£ 2 (±jRFlt-ltni^i5<fc 151^097^ 

T, CD97S^SUTV>S#^»±CtAFlt-lfS^SJiBt-€.^ t^fitg!^n 

fee 

2 Jftt hFlt-l^y * D-^-;i/Jft#:cDb hflg^#M«i5<t^iT:L 

c t*«*B*nft©TN #»®^Ti;®Bt*»astFit-its«tosjtBttft«ttir-r 

MMfcttTZtfit NFlt-l^y ^D-^-;ua*KM1730 (W098/22616) CDK«t4£ 

J*H#£fl*U Jto^#«l)iafc©SiSf4^S^aTV^^CD34tJT;«: [Leukoc 
yte Typing VI: Kishimoto et al., Garland Publishing (1997)] , #^^£0 
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tiX^&fflMWtftfc [Leukocyte Typing VI: Kishimoto et a 
1., Garland Publishing (1997)] . tWlt-ltfttfkOSjRtll&ttTfciS-r^lB 

£i§K [Blood, 90, 4363 (1997)] G«OFicoll/Paque«ft«KSibSctlf£V\ 
t hnWJflL J: b *3*J3 J: W "J >^i****r*tta«»*lllJRlyfc« 
£PBST*ife^«L O.lXBSA-PBSfcffiBfbS^fco #^3xi0 6 fl£12x75imn#5> 

XT-*-? (mmm^tm) ^o.ixbsa-pbs 3oo//it««bT^au img/mi 

Kffitt* »W>«bftCE)%*»U 300^1 ©0.1»SA-PBSfc»iEU 50#fc 

-tffeo £j£& »i&#*Ufc©%fti*U 300,ul©0.1%BSA-PBSfc:Sj»U PC 
5*8itttn;CD34k«: (^^^III : ■ 3— ttBl) *«tOTITCB» 

UfcfcxCD97jnf*: (7 r — ^ >^ ^ >*±K) CDjg«4«-10/zliP^. SfitflS^H 

SjiS^-e-fcc a/&»fpfcj;Diife}*u 7n-w h^-^- (Epics 

Elite : ftffl^TWWftfxofco 7 HU SB 8 EI45 

iTrnyhiw h^A^^-To MT?^ufe*ac*<t 

^ti^o LtSUfe U bftfr^ -ttO)34Jfi**J:rfiftCD97tS 

*oa6ffi«tJWbftis**ft 8 B«c5*bfco l ®B^»jfli«*MBaiia^— * — 

T*&SCD34^^^D>^o.#^V-*-^^SCD97l§KT-^Sfflia^99.4% 

(«Mt3) ^:ai:^mofe„ jto«»jfHaa©^snscD34»tijiBijaH:. 0.2% 

L Lfc U b KCD34Jn£k IftFlt-HfiKtCDSJStt 

*«B»bfc«s*ft«9iafc«bfco L©ii^ttifli*#«iiia^-*--e*scD34 

KI4-eS»?)x fro, F 1 1- 1 £ WMtm . 6 % (S«3) jFHfcA/fcTT*-? 

fee lfil^ffl)ja£O^^nSCD34Btt»Ji0.2% 1 ) fc^Wfcffi^ffl"^ 
^StiStfs - (DMBffi ttJJtElt-llfifftt a k ^ kM« b & o fc o 
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»8H^UfeKCD34Jfiit:K:S*U tftCD97tfi#fc^bft^«IBillH (« 
feJU) [Blood, 93, 2525 (1999)] . B«©#iSfcfieMy-7 t >f >^id 

«fcffHIlRL/fco 0iRbfeCD34»tt«Wa*3OXFCS (HyclonettM) £^t?a-MEM 
i§* (ICNBiochenicalsttSO lc!HSU 1 xl0 4 «/2ml/6^^;vrL-- b «c 
^^J:^:)]0x.s ££>fclL-3 [»»*200U/m1 : Proceeding of National Acad 
emy of Scinece USA, 92, 2859 (1995)] , IL-6 [^SJ^200U/ml : Blood, 91, 
187 (1998)] , M-CSF [»«ffil00ng/inl: Blood, 92, 118 (1998)] . GM-CSF 
lW$k&2Qng/ml : Proceeding of National Academy of Scinece USA, 92, 28 
59 (1995)] , Flt-3U#>F («?-rlJgl00ng/ml : R&D*±M) ftSJOU 37°C, C 
0 2 ^f >*i^-*-+T?7BIHJg*bfco 

mmiB«liIJRU PBST?«fc»». 0,lfflSA-PBSK:»ifrfb**fco HJRbfc 
$E0fl§3xlO G fli^l2x75mm^^X^n. — ^ (Sftfcffi^tttO £0.1%BSA-PBS 300/i 
lfcBWbT^aU lmg/mltaFlt-l^y ^ D-^;V^KM1730£10,u lfln*^ 
afi"r?i5^BKJK**fco RJSSk »^4Mltbfc©%i*}*U 300/z l^O.lSSB 
SA-PBSfcfffcU 50fifc^bfcPE«M^*ttv*^IgG(y3a«) 10^ 1JD 
Sffl7?15^IIBSJ6**fco SJSEftx »fo#«bfc©*Hs#U 300^ 1©0. 
UtBSA-PBSfc»ittU PC5«»bfcJfiCD34Jnrf*; (^XIII : i? v> - ;v 
*-SD *J:OTITC»«bfeJJffiD97tS# (77-^ >^x>*t)g) <DJ®**#1 
0/zlSPx., Sa-Cl5^IHKJiB***:o ^Ibfc©^U ?n 

-iM M-* — (Epics Elite : £^T#Sr &ff o fco € 

Hi 0HttCD34»tt«liaft±ifiCD1t-f h*-f >*in*»*bfc«Bl^o^ 

A^^to mt^ u^w^M-ei) o . 0)34BttjmiB*ft##^cD4Mb3a* 

bfcttlHSfll H8fc**b&o M<Z>B»ttJto*#iMJBv-*-^*SCD34Paftt 
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T&^K fro, #ScV— *— "e»SCD97m4^»4«JB3Effl4.61{ (SIS 4) tfH 

fee 

Bfct±tSFit-its»<«i < sifer s«ua»ktSFit-ita**«a < asr snaw 
f i t-itftflcA^aa < sjb -r * ffuenff fc w < s^s-r % anuan^ c^acp*i, s ci t *^ w 6 

£6gKM3 VEGF^#K)^b bmt&MfefcMT&irLt bFlt-l^y ^ p-^;i, 

5an« i fcia«©»«sfc«iMi hffimx^^ffiifiij: t)mmmm*®uvtio 

*tt3KH^ftlOJt^aejejfll» (FCS:JRH Biosciences#SO » 40//g/ml^7^v^ 
(0S«IttK) *$tfflPMI1640*8ift (B7kH«4±H) (WTlOffCS-RPM 
I1640t&J6i:IB'rs) {^2 xio ? tt/10ml^^^J;^^r¥3S^^fe 0 £>*>frb 
©10XFCS-RPMI1640^m£50mlAn£ 4°CT— (ffiffi«225cm 
z ) (c±tac7)W«v?*r* : £»a^. 37°C. CO^-f fcT2»llll«f«U 

#>£PBS£50 mliO;t> &%ffl]B£S£l& < J»fls* 2 [iltfs 19 ILL 71/- h £0. 
2%EDTA-Nau 5ffCS£^£?PBS£5 mim^fi^20#IH^ h U 

h*ffl^TW-«bfc«Rft|aiRbfco #«*HiK«. 10»CS-HPMI1640#*tT 
m$i& U 0 . 5XFCS-EPMI 1640tgftfeSSP * 1 x 1 0 Wml £ *?3£<* -fr fc e 

Neuro Probe 48-well microchemotaxis Chamber (NeuroProbettM) CDTiBJC 
0.5»CS-RPMI»»S25/zl5SaiPbfco *6fcBSIBB'e»»b&t hfflglx.VE 
GF [Japanese Journal of Cancer Research, 88, 867 (1997)] £#£SJS(k 4, 
12ng/ElfcfcS±5 fc»JPU — ffleoTJIfcttKt hFlt-l^y ^ d-^M^K 
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> h P— bT&fMLP (N-Formyl-Met-Leu-Phe : ^vftBO 5nM£ffl^TJi 
iHUDlfeo TI©±C7>f;^- (5/zm-pore size PVP(-) polycarbonate 
filter : Neuro Probettii) ftMU * 6 7 )]/9—<n±M^ 0.5%FCS-R 
PMI1640«fJfc4'T?lxlO B «/MlK:»iB*-&fct h#3«ft50/ziaainbfc« 37°C. c 

bfcJffl»£Diff-Quik (BKttifcttH) T^febfco ^*400<g-eK««tT10 

*co«**IBl 3Ht*l/fco 

fg 1 3 [21CD J: a CVEGF#«M(Cib*< x Btfen > h D -;i/fMLP 5nM& b r 
(DMMIk £ 2 . 5{£ tCffiJi b fc o VEGF4ng/ml Tiibh ##©2i;fefcttEit <* n& o 
VEGF12ng/mlTH:3S^TS^(3D|!S^1.78^^iiaDbfeo VEGF12ng/ml^ 
iPBStctSfc rFlt-l^y ^n-^;vta*KM17324^P^Sh#^©5S^i»liVEG 
F*«inRf©K*TftHS^nfc (91.4XI&*) o 

K±6DdfcjO»&. VEGFtitliSJi^n^t h#«(Ojtt*tt^ Kb hFlt-l^y 

#»« i 

1. tab NVEGF^gfltflt-1 v^^^y ^ n — ±;i/tftft:ft=i— H-TScDNACD# 

(1) Kb hVEGFSS^Flt-1 v^^y Zu-i-frmk^m^J?*) F~ 
vfr£©inRNAcDBtf§ 

>f >b hns;x>aK6DmRNA»m=^y h^&SFast Track£fflV\ 
*fd-CDffiffla(iPJi*^«eorx Kb hVEGF§^Flt-lv>>^^y ^l/Jfitf* 
KM1732:fe<£OTM1750£^W ;/U H— v (^ft^ftFERM BP-5698, FERM BP-57 
00)©#1 xio 8 «JJScJ:!K ^n^nmRNA£3tf#bfc 0 

(2) Kb hVEGFgg^Flt-1 v^x^y^n-^fiMlA^^U K- 

###J1CD1 (1) T*^bfeKM1732*J;tJTO1750CDmRNACD#5//g fr£>, c 
DNA Synthesis Kit (77J^S/r ;W tT^^?±M) SfflW *y M-iBtt© 
i!£fflatt0J18k:«£oT, KJBfcEcoRI-NotI ^:T*-*^?-£cDNA**;h^ft 
-&«bfeo ft»bfc*n*ncDcDNA©«J6/zg *10//l<B*M*fc»»«, 
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»jEt"*«1.5kb©cDHABffrk«i (W^ Lii£glHB-f £) KttJfc-rSjBLOk 
bcOcDNAifM-^^n^n^0.1^g[IIlRUfco ifcfc^ ^n^tLCDi^LSkbCDcDNAif 
>t0.1//g^i^l.0kbcDcDNAfrM0.1/ighs Lambda ZAPII Vector (Lambda Z 
APII Vector £EcoR I -£WWik, Calf Intestine Alkaline Phosphatase 
Isfz&CD : X h7^^->M) (Dlug^Ti Ugasemmm (^?S^±M) 11. 
5/zl tg»U T4 DNA ligase (SffiJSttSi) 175#ffi^AP^Ts 12°C^T24 

gapack Gold Packaging Kit (X r^v->#M) ^ffiffllt7A^77-^ 

Kots Gigapack Gold Packaging Kit h^^— >#K) CftJRcD^lB 
M«XL1-Blue [Biotechniques, 5, 376 (1987) ] tl^^tt^ KM173233 Jctf 
KM1750©H^cDNA^-Y U — £ <fc £FLg£cDNA^ >f 'J-^bT^tlWW 

<JDH«43 J: mJI ft 3 - K -T S cDNACD * p - - > ^ 
##0U£>1 (2) TffNtiUfe^n^neo^T — ^ftffirffi (^eu^f-x^— • 

h D-fe;i/D— — ftffl^TECL direct nucleic acid labeling a 

nd detection systems (7Vi>tAai) t*f*CD«fflBiflli«K:«ir\ 
ftS^D^y>0£ft«« (WTs C««fc*B-rS) *=3-H-r*cDMA [H 
attve7^CrlcDNA©»fM* [Cell, 18, 559 (1979)] s Lfl&v^XC /ccDNA 
(Dmin [Cell, 22, 197 (1980)] *7n-7tUT*ni:a<^Lfe77- 
S^P — >*BM#Lfco &fcl> Lambda ZAPII Vector (X h7*s;->tt«) 
(^^cDffijlfi0J«^^t\ 77-^D->§77^> KpBluescriptSK(-) 
g»S5^KM1732cDHiB4=i-K^€»cDNA*^tf»tftAr^X5 FKM1 
732HA2^3J;OTM1732^LtiftrJ- Kf ScDNAftftttfiifctr^;* 5 FKM1732L2- 
1, KM1750OHfK*=i-Kf ScDNA^tffflSl^r^^^ KKM1750H2-143 <fctfKM17 
50c7)L^ft =/ - p f ScDNAft^trfflJft^. r ^ ^ * HKM1750L3-1 ftmtf bfeo £tk 
HKM1732HA2ft*-rS*l»MXLl-Blue MRF /KM1732HA2 

KKM1732L2-l**-TS^:JJiHXLl-Blue MRF7KM1732L2-K 
K1750H2-14^-r^^:l»«XLl-Blue MRFVKM1750H2-l^J:^ffl^x. 5 H 
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KM1750L3-l£W"f £*HMXL1-Blue MRF'/KM1750L3-lft^T-r S^cJBSttt^ * 
n^tiFERM BP-6354. FERM BP-6352, FERM BP-6353, FERM BP-6355kLTs ¥ 

o<«H5^1T@ 1#3^> CWESftTV^o 

(4) Kit hVEGFggWlt-l ^*^^>^P-^!(iL«:<0H«j3<tOT.«ft 

F-rscDHAo)Ri*»«(o«atE«i©st^: 
##Wllcoi (3) T»&ftfc#Kt hVEGFgSftflt-l v^^y^p — 

5) (3Dffi*iE^J*H KG>0.1/*g Sffl^TBigDye Terminator 

Cycle Sequencing Ready Reaction Kit K ;H^^>XrAXa 

fit) K:»ft«)»BB»fc:aoTKJiS*^ ABI PRISMTM377 ( T 4 Y /W^S" 

EEUtK KM1732^J:OTM1750COH^C7)V$I« (J^T, VHfcSfB-TS) iJcfctfL 
«£>VW« (WTs YL£«ffi?-a) 07^"WJHt««l/fto IJ0«lt:i 
M1732<DVH> EM*§ 2 £KM1732tE>VL, BJtl#-§" 3 MKM1750CDVH. E5!l*^4fc: 
KM1750OVLO^n^tiCDJfiSE^J*, E*l**82fcKM1732©VH> E#I*-^83fcK 
M17320VU E^iJS^-84^KM1750(5DVH, E^!J#^85^KM1750©VLcD^tl^tb^7' 

^^»E^j**-ro 

(5) Set hVEGF^ffcFlt-lv^X^y d^D— ^;i/ttflaOfflH*J:OTi|«©C 
DRIB^J^IpI^ 

##0*1 10 1(4 )-^*5£0fc«-Jftt hVEGF§Sf*:Flt-l^^X^Ey ^ o-^- 
;v4ftft:OYB*«trrVL©7'5 ^«EM«t tK ^n-ettcDVHiJcfctJfVL^CDRE^ISBE 
tt<7)taflC(OV««OT5>'l8EW(2/--'!rV^X- 7Pr^>X- ^ ■ 

5^ 6 43^:^7 KKM1732CDVHCDCDRK CDR2J5 J:OTDR3 S IE^J#-^8s 9*5^1^ 

1 0 £KM1732<7)VL©CDRK CDR2& <t OTDR3, EW#^ -1 K 1 2£J;t> v l 3 
M1750CDVHCDCDRU CDR2*cfctfCDR3, E^J#^ 1 4s 1 5*«tt51 6 KKM1750 
©VLCDCDR1, CDR2*J:t^CDR3cr)^n^tiCDr ^ y8SW**to 

2 . tftt HVEGFS««Jlt-l t b^*y ^K*c7)K^ 

t hVEGFSgfrFlt-l^*f-rs+SJ?S14**rSSit rVEGF§g«:Flt-lv»> 
^^y*D-^;i/K«M1732*<tOTM1750t:**'rSs Jfit hVEGFSSfWlt- 
1 t rM*y 5tfiffcKM253233J^^ 
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( 1) tfifc NVEGFSSttFlt-lfc hS=*--?<7»Mt©«a^^*— pKANTEX1732 

©SIS 

W097/10354tBB»CDt Mb$t»ISKffl* >^*-fe y h ^ * — pKANTEX93 
*5J; 1 © Iffl-CWfeftfcT^yU HKM1732HA2:fc±tJ f KM1732L2-l£fl! 
V>TtAt bVEGFSSWlt-lfc hffi*><^ft#:<0«»^»*— pKANTEX1732*« 
T©<fc5fcLT*!iiLfco 

7^7,^ KpBluescript SK(-) (X h ? £ ^— >ti) ©3>ug£10niM h U 
tttt (pH7.5) s KWffifls^^*$/«>Ai3J:tniM Dnfr&ft*«ff*10/zltcj» 
x. N MC10*ffi<3[)»JR#*ApaI (^BJtttS) *Ja*r37-C-Cll»IBR***fco 
»Sl»««^^y-;i/itiRU 5(Wh'J^« (pH7.5) N lOOmM *fb:J- h U 
^A, lOmMigftV^^^A. lmM DTT . 100/zg/ml BSAiJ J:W).01X r^-f h 
>X-100^e>&SS««lO//lt:SP^x St:10*tt©fi||iB»*NotI (^«Jttt») 
£An;iT37 o e^lli^afo£^fca^ 

U Kl2..95kbcDApaI-NotIBfM-*W2>ug|HlJRbfco FKM1732HA2 
CO5^g*20nMh y*-B« (pH7.9) , 1WHI«v^*$/i> A, 50Mm»i?£ U ^ 
A, IhM DTT*3J:mOO/zg/ml^Jfil?gr;i/^^> (WT, BSA fc3tf2T§) 
fc^ffifff^O/zlfciPiU Sfc:10#ffi(DS!lRB»lRNlaIV — ( >^> hvs 

U SOmMh UX-ffi^ (pH7.5) . lOOmM ^fb^HJ^A, lOmMffifbv^*^^ 
A, lmM DTT, 100/zg/ml BSAiS b 7>f h >X-100fr <b> & S«ff«10 

juifcjn*.* Htio#ffi©»jK**Noti (SiBSttK) sjpjtTSTx-emns 

j6**fco aSj6S*7^D-^W«^i(:t^IU ^j0.41kb(DNlaIV- 
NotI»tf-£ft0.5/zg[IIJKbfco IH^J#-^17. 1 8fcfe*<Z>ffi»ffi?!l* 

*^£^Jj*DNAft-&J*l, (f7r^--r^;n^tg) . #-&)*DNACD0.3 
Ug^*lSjul<D$m&lzJ}U?L, 65'CT5#BSP#ftbfco ttfiJfc**Sfit:T3 
O^Hftlbife 10«WB«[50(Mb U^-W (PH7.6) N lOOmM tBYfcv^* 
t/^A. 50mM DTT]2/zltl0mM ATP 2/zl £#DX.. HfclO#tt©T4 polynucleo 
tide kinase (SSiSitSl) *JPAT37°C-e30^fflSjEB^^ 5 a 3fc«B4 »J >&-fb 

±IBT*f§ Sflfe^X^ KpBluescript SK(-)fi*©ApaI-NotIBfM*0. l//g 
i:^* * KKM1732HA2ffi*©NlaIV-NotI>ffr0.1/xgi: U >^b^fiEDNA0.05// 
g«£*10/zl©«B*£jPjU DNA ligation Kit Ver.2 (Mmmitm.) Sffl^ 
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kmm&m^xxmmmsaw (mmmtm) *jejt*afeu mim^mL>tz 

r^X^ KpBS1732H£t#£o 
mz, W097/10354^f3*c7)r^X^ F phKM1259LV0(7) 3 /zg£ 5 OmM h U ^-Jfiffi 
(pH7.5) N lOOmM JSYb^ h U^A, lOmM^bV^*^ > <> A. ImM DTT££mO 
O/zg/ml BSA^^^^«g««10/iHc^nx:^ M^10Wu<Z)*JPS^EcoRI (iKffig 
*t«) *<tU f »JE»*SplI (SBJttfcK) »H0jtT3rc-Cl«flBKje**fto « 
Rj&m y ;i/fta»«l t T U ft2 . 95kb©EcoRI-Spl I Wfr ft J»2 
//glUiRUfeo T^X * KKM1732L2-lc7)5^gftl0mMh »J*-ffiK (pH7.5) s 

lOOmM jM^^S^A, ImM DTTfr S«««10/zlK:JpA. M£10#fecD 
MESMMboII (JKfflMRttH) &to£TZ7°Cxmm£lJit^Vfzo ttfilfittft 
J^^y— ;Vtfc«U 50mM Mj^-iMS (pH7.5) > lOOnM JKflS;*- h U lOmM 
Mv^S/^A^ ImM DTT3Epe>*Sjffi«SS10^1fcSP^ HfclO*tiOT»JIR# 
^EcoRI(^SjtttK) ft^T37^T?lR#IH^**fco ttSJS*ftr^n-^ 
y;P«»»ttfcT«iBU ^0.38kb^MboII-EcoRI®fJtft»0.5AglIliRbfeo * 
fc, E*J#^1 9, 2 0KHB«O*SIB^JftWrS^«DNAft'&j«b (try^-v 
- ■ r^yD^-tti) , #^fiWRAO0.3//g-r^ftl5//l©*B*fc:JP*x 65°C 

h'JX-gi (pH7.6) , lOOmM 50mM DTT]2^1i:10mM ATP 

2/zlftiD*. Sf3lO#ffiCDT4 polynucleotide kinase (^ffiigttS) £>(JP;lT3 

±HB-e# e>ti^^^X ^ KphKM1259LV0ffi3feCDEcoRI-Splirrit0.1^g , 7^ 
KKM1732L2-lfi*6DMboII-EcoRIBfM'0.1/zg43«ferJ f U >SHbl^£&DNA0.05/z 
g *±*10A£l<O«B7kt:iP^ DNA ligation Kit Ver.2 (SBitttSl) ftfljl^ 

A*«*^T*»MDH5atfc (*i¥tt*ttS) ft^MEttU JB15Hfc«Lfc 
HpBS1732Lftf5&o 

b MbtfcfMBSJB^*-- pKANTEX93CD3/*gftl0mMF UX-JfiiK (pH7. 
5) s lOmMjfi-fbv^i/^ASct^lmM DTTfr £ & 5JB««1Q#1 £JP£, Hfcl 

SSi^y^l/ftBU SOmMb (pH7.5) , lOOmM Mb^ h 'J ")A> 1 

(Wtftvy*S/i>A, ImM DTT , 100/zg/ml BSiUSct V0.01X F ^ b >X-10 
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0 frbte&BffimQjulizmZ., HfclO#tt©*JRBBUNotI (S«Jia») %M 

«7l2.75kb<0ApaI-NotI ^tfS^l AgEUK b£o ±IBTf§^nfc^^^ 
FpBS1732H©5^g&10mMh ■;><-*» (pH7.5 ) , lfonMjglb^*^£ AiScktf 
ImM DTT^?>3&S«»»10>t/l tJPAs MC10#ffitO»JK#*ApaI 
ftJDitT:37 ,, C-ell»BBKJte**fco »RjiS*ft3i^y— ;i/tfcJRU 50mMhU^- 
(pH7.5) N lOOmM J&fb± h D^A, lOmfflfrfb^* 1/ V A, ImM DTT , 1 

oo/zg/mi BSAijctrro.oix h^-Y h>x-iQQfrt>ft2>mwmQui icimJL* -He 

10#{fl[©»JK#*NotI (^fijittfi) ^*P^T37 0 CTlfl5P^MiJ&^^^o K^Jfo 
**r*n-^y;i/««a«rt:T^HU ^0.46kbCDApaI-NotIWfM-^^0.5^g 

±ffl-C» ^feth ftfrE#«3Bffl^^ * — pKANTEX93fi*©ApaI-NotI»>i-0. 
l//g£:7"^;^ KpBS1732Hfi*CDApaI-NotIWfit0.1^g S^SlO/zl cdMStK 
Ci^s DNA ligation Kit Ver.2 (SffiJgtt®) ft^TttffllWilMfcttVV 

H5at* ^MfslU fB16Ht:«b&r^^? KpKANTEX173 

2H#f#fc 0 

±IBT*^^nfe^X^ KpKANTEX1732HCD3/zg £50mM h 'J^-M (p 
H7.5) , lOOmM i£{b^ h U^A, lOmMi&fb^* > * A, ImM DTT*5 XmOOus 
/ml BSAfr&ftSiHrttlOAltln^ EtlO#tt©«iJliB«*EcoRI. (SiBJta 
fi) *Jtrf*JK»*SplI (SfiitttH) ^^^T37 0 C^WP^M^^^fec 
^*^:T^n-^y;i/*^aS&^r^lljU ^13.20kb©EcoRI-SplIWH-&fcJl 
//g[HlRLfcc ±ia"et#^nfer-7^ 5. KpBS1732LCD5#g£50mMh UX- 

(pH7.5) s lOOmM ttfW-HJ*/^ lOmM^b^^^^^ A, ImM DTT 45 ± 
tflOOjug/nl BSA^e>*SJffi««10Al^SP*x MfclO*ffi©fWlfi|*SlttcaRI 
ffi3B*t») *J:r5#JE«*SplI *JP*T37°C-ei KffflSjfc** 

fco aaiS«*r3!?P-xy;i/«a»»(c:T»BIU tt0.39kb©EcoRI-SplI»f 
Jt*JW0.5/zg|IUKbfco 

±IBT^#e,nfe^^^ KpKANTEX1732Hfi*cDEcoRI-SplI»fM-0.1^gs 7°^ 
*S FpBS1732L^*<^EcoRI-SplIWM0.lAg^±S10^1<DMM7j<^JP^. DNA 
ligation Kit Ver.2 (SjgJSttK) «JB^Ttt«Mlli«fc«V\ SftBbfco d 
CDJ:-5fcl/T#6nftfi«*^^5 KDNA *«ftfflv^T^»MDH5a* (*# 
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ssmtaso *?BHte«iu mnm^isfry^x^ k pkantexi 732 ft ^ q 

(2) Sit hVEGFg:§*Flt-l t hi^^M ^tniftcDfSS^^ *~pKANTEX175 
0C7)|g§g 

W097/10354fc:fiE«CDt MbfftfMBaffl* >^A*-fe ^ h^&P — pKANTEX93 
*5J;^#^'J 1 CO 1 e>nfe^^ ^ HKM1750H2-li3<fcOTM1750L3-lftffl 

VMTfcxt hVEGF§^Flt-lt h^^r^ ^feWfccD^il^ # — pKANTEX1750 * 

r^^^ KKM1750H2-l0D5//gft33mMb UX-IPS (pH7.9) . lWWggv^* 
^A, 66nMft»*iJ«>A*5J:mOOA£g/ml BSA^^^SfflffiftlO/zltCjaAx 
M*c:10#ttCDSiJK»lRAlw26I f >^ > hv W ^ ^XttK) ft;(m£ 

T37 0 CT*lR$F^J&£^fc 0 »KJ6ttftx*y— ;i/H«U 50mM h U X -JB» (p 
H7.5) N lOOmM lfbth»J>>A^ lOmMJjafl: >> »> A. ImM DTC\ 100/zg/ml 
BSA*5«ttJ c 0.0lX h^-f h>X-100^e>^Sttff«10AtncJPi, EfclOiMSto 
MIB#3RNotI {^mmm) MDitsrc-ClBHBB^tfco »SjiB«^T^ 
n-^y;i/*aaS6t:T»Bb.fiO,41kb<3DAlw26I-NotI rrtf-ftm5 xzg@iK 
Ufcc*t:,KJd»^2 1% 2 2CB«©i»KWft*-r«'&«DNA*-&«b(1?- 
— ■ r^ya^-ti) \ «^^NAO0.3A£8^o&15/zl©iSB*K:JP 

[500mMh UX-fii (pH7.6) . lOOmM Iftvy*^«>A, 50mM DTT]2/zlhl0m 
M ATP 2/*lftiP;U mizimtfHDU polynucleotide kinase (SHiSttS) ft 
*n^T37 o C^30^SJ^^^ 5'*«!ft »; >lfbbfeo 

##«1©2 (1) ^^nfer^^^ KpBluescript SK(-)4*C0ApaI-No 
tI»fM-0.1//gi:r7^ ^ KKM1750H2-lfi*©Alw26I-NotIWr>t-0.1/zgi: V >B£ 
flj-&dO)MA0.05//gft±«10//l©*Sar*K:JnA^ DNA ligation Kit Ver.2 (SI 

^^^^^ HDNA««*fflV^T*»ffl)H5a«c (*#«*tt») SJ&H<e»U 
S18g|(-^bfcr^^^ KpBS1750Hftf§fc o 

r^^^ KKM1750L3-l6D5//g ftlOOmM b'JX-« (pH8.8) N 440mM 
Mbth'J^A, 12mM3eftv^i/^A^ 14mM 2-pOl^:r h^i^ y — frjS&W 
ZOOjugMl BSAfr&ftSHBtfSllO^UciPits Mfc:10*ffi<3!)»JIB»lltMaeII 

y-;W#f$U SOmMHJX-ffiK (PH7.5) , lOOnM Jfift^- h U »> A s lOmMttfb 
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cori (^mm±m) %mzT37°c^mmjxjfo£~&tzo u^mm^T^u-^^f 

)VWL%y7kW] Iz. T 5$W( U % $\J0 . 38kbCDMae 1 1 -EcoR I IfrJ^ ^$00 . 5 //gUliR L o #v fci s 

r^D^-ttl) . ^&^DNA^0.3//g-fo^l5//l(7)MM7jc{cSnx. s 65°C-e5 
^MJoJftbfco 0ESjettftaSK:T3O^mttBUfefftx l(MSttffi«[500BMb U 
(pH7.6) . lOOmM ^bV^^A. 50mM DTT]2a1 ^10mM ATP Zp.\ 
%1mZ., Jit:lO#ffi©T4 polynucleotide kinase (SiffifiaK) £*D;LT37 0 C 

1 0)2 ( 1 ) Tf»&nfc^^ 5 KphKM1259LV0fi*(Z)EcoRI-SplIBfM* 
0.1/zg. r^X^ FKM1750L3-lfi*COMaeII-EcoRIiffr0.1^g^^^U >^b^ 
J$DNA 0.05/zg&^S10^1co«SB*^Jn^.s DNA ligation Kit Ver.2 (^JBJS 

r^X^ KDNA««ftfflV>T^»«DH5a« (K#tt»tt») ft*JMR«U Ml 
9g|tC^bfer^X^ KpBS1750L4fSfe o 

&fc^±fi-ef9 Zntzy 0 ^*^ KpBS1750Ht£)5,ug£10]nMh U^-ffi»(pH7.5). 
KWBHfbvy*3/^A*«tOTi« Dn3ep6S:SiBI«*10/zlfc:Jpjt^ M(^10#ffi 
©»JIS#*ApaI (^SS«t») ^J0x.T37°CTlR$P^M^^feo ttfijftttftx 
— ;i/«JBU 50mMhUX-^ (pH7.5) , lOOmM J&fb^ b U ^ A, lOmM^ 
lmM DTT\ 100^g/ml BSA*5 £^0.01% h^-Y b>X-100fr£>& 
S««*10^1tjD*^ MK:lO#ffi©SllEB*NotI (SffiJiaiS) ^Sn^T37°C 

bCDApal-Notl HrJt*W0.5/zg HIJRUfco 

#*fi»Jl(D2 (1) T-f#£*lfcfc hfl2ta*«Sffl*>7=A*-by h^*-p 
KANTEX93fi*c7)ApaI-NotI»rM-0.1//g^r^^ ^ KpBS1750Hd3*<3DApaI-NotIWr 
it0.1>c/g&±:*10/zlO«a*fcJnA, DNA ligation Kit Ver.2 (SIMS) 

^bfey^;*^ KpKANTEX1750H&#fe o 

$Cs ±IBTff ^tl^r^^^ FpKANTEX1750HcO3//g^50mMh UX-JHK (p 
H7.5) . lOOmM h U^A, lOmtt^bV^* A, lmM DTT*<tZJ«100^g 

/ml BSA» & ft SMflftlOiU lKftiX.. MfclO#tt«)ft!IE»*EcoRI(^iBjettK) 
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%7jJv-X>f)l>m%PtMlzxfrmi<, ^Jl3.20kbC7)EcoRI-SplI»fit^^l//g 
ENKbfeo ±-tttm*>tlfz7^X$ HpBS1750LCD5^gS50nMh U^-tMf 

(pH7.5) , IOO11M ffifb^h U^A, lOmM^b^^i/^A, lmM DTT*5J;OT0 
O^g/ml BSA^e>5&5««j«10//lK:JP*s HfclO#ttO«[E«tjREc6RI (SiBiS 

*t») *ctwaiBSMRspii (^mm^tm) *M*-x37x:-cmmRfa$*tito m 

S*«*r#P— ^^;v«ft»«r«cr^BU m39kb<DEcoRi-Splifr/t£^ 
O.S^gHWXbfco 

±IBTf#^nfer^X^ KpKANTEX1750HS*©EcoRI-SplIBfM*0.1^g , 7^ 
>U KpBS1750L[il*<2EcoRI-SplI^ DNA 
ligation Kit Ver.2 (^ffigttSO *fflV>r«fflKffl«fc«V\ SM&bfco d 

ffififtttH) **IME*U *21Hfc«bfcr^^? KpKANTEX1750ft»&o 
(3) pKMTEX1732^J:rJ ? pKANTEX1750Sffll>fe^h hVEGFS^^Flt-1 th 
h ^D-vYB2/0«£ (ATCC CRL1581) T?©#8* 
TO2/0«B^Ottt hVEGFSSWlt-lb: ^St*flS»^*--pIANTE 
X1732*«ttfpKANTEX1750©#Att^*66D^agt:ftl\ hD^U-i/a 
[Cytotechnology, 3, 133 (1990)] £Tfrofc 0 
##00 1 (D 2 m ( 1 ) > ( 2 ) tr# ^ nfcpKANTEX1732£ J: ?>pKANTEX1750£>5 
jug *4xl06«(OYB2/0i|fflia^*A«^ 40mlcDRPMI1640-FCS (10) Jgjft [^fl&JS 
Jfil»(FCS) *10X ^ttRFMI1640JS-tt (B#lHSltt*Q 3 fcBKBU 96*x;i/V 
^f^0^^^-7l/-h (*^P>#8D £200//l/£:t;i/1'o#&bfco 5%C 
02^>^^~#-|*|-e37 o C>. 24KfR8*&*^ ^x*^^>> (JL^T. G418£ 

bfeo G418Bttft*rs»J(telM*03n--««fHau =r >7;Kn> M^ft 
ofc*3i;i/J:»)»«±«|SnJRU ±»*©Stt hVEGFSWWtflt-l MbM^ 

RljSttt hVEGFg^Wlt-l 7NJ*> Tanaka [Japanese Journal of 

Cancer Research, 88, 867 (1997)] KfiE^iMSlbfco 96^7 ^l/CDEIAffl^U — 
h (2^>f^-ttS0 fc, PBST*Rbfcl/ig/ml6D^»ttfcbVEGF««fl:Flt- 
1 7N^50//l/-j7^;i/T^ibs4°CT— ^ftgbTPSS^^feoPBS^am^l% 
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BSA&^tfPBS (J^T^ lJtBSA-PBSfc^IB-TS) £100/zl/£ x;HP*^ fifi-ei 
Wr«Sjft**TBI-3T^*Stt**P r nry*bfco 1%BSA-PBS£J&T> JfcSteSl 
«c©*«±»*50/zl/*3i;i/-e»ttU a»-ClieilBSJ6**fco 0.05% twee 
n20£itt?PBS (JMT> 0.05SStween-PBSh*HB-T £) "CftHMfc 1XBSA-PBS^T3 
000fSt#3Rbfc^;V**S/^-Hf«l»ln;t MgG U*> J-l/iy 

*50^1/»>3i;i/T?Jn*TSil-Cl RMS**^ 0.05% tween-PBS 

-e«fc#«x abts*s« tr* (3-^^;i/^>^^r^/— ;i/-6-*;i/* 

>») rv^E-^A] *50^1/^rc;i/TJn^T*fe^^s 0DU5iii<Z)Rftft&E 
max (^l/^ra7--rAV^-Xtti) ^^tSEbfec 

JgKtelftttfco^T, £*ttft±fcf.3i«n\ 0.5mg/ml G418J5 <fct>*50nM^ V h 

(«Ts mxtaia-rs^ ^ms) s^rpmi^o-fcs (10) *g 

ttfcBWU 5XC0 2 >f >*^-*-rtT?37°C, l~2iMB*S«U 50nMMTXBS 

fcKNSrc*«±»+©J«fc hVECFSS«Flt-lfc hS^7taft®ffittft±IB 

±IBfcH«©*«^ffifcJ:ON ^^(-MTX MK£100nM. 200nMfc±fcfTfrSs 0. 
5mg/ml G418*5 ( J:O : 200nM MTX£^frRPMI1640-FCS (10) JgiftT-ti^itET^O. 
ttt NVEGFggtfKFlt-lfc hffl*y^tt«ft*^r**Hfc!(l»*»fcofll6 
ftfc»KMM*fc tt2g|OlBJ|L«RttK: «t £ # d - = > ^ft«r*\ JHRft 
ftttfc hVE6Fg«ftflt-lh hf ^-^ 7 W^^It ^S»«^ bfeo 

««^^^-prANTm732*#AbT»6nfe»H««i«fla»^ -rfctot^ jst 

hVEGFg^Flt-lV^^^y ^D— ^;i/JfttfKM1732S*©Kb hVEGFSS*F 
lt-1 1 h ^K#ft^t"S«SrteBHftO« i: &KM2532a** Iff 6 
*ntf*»-rstrtt hVEGFggffcFlt-lt hS*^^K#ftKM2532i:#*Ufco 
*fe. «a^^*-pKANTm750ft*AUT»6nfcmK<B*«ffll^ rftto* 
JrCb hVEGFg^f*Flt-lv^X^y ^D-^;i/^KM1750S*^^t: hVEGFg 
asftFlt-lt H*^ 7p«£itSiERCilli|(a>fll: btttDE6504'»lf 
&*U ^n^ft-rstat hVEGFgsgWlt-lfc ^ifittftKM2550fcifrS 
bfco»&nfc#JKH*i»JlBHa^n->©ttfc NVEGFggffcFlt-lt: 
K^^^^tt tt«5 a g/ 1 0 6 ffi/24Q$ll "C ft o ft o 

(4) tret hVEGFg^«;Flt-l t ^ta*0*#±f93^&©»» 
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##^|J1CD2 (3) -WSfcnfcJfifc r-VEGFgSWlt-lh YW.^t^im.SzM 
ttKM2532*cfcOTM2550^0.5mg/ml G418& J;t>*200nM MTX^tfGITtg* ( B*M^ 
£l~2xl0 5 «3/ml k&Sct-5t:H!«U 175cm 2 7^X3 (4f5-f^— 
ttSS) ^200ml-r^I+5*^^aLfeo 5ftC0 2 ^>*o.^-*-ftT*37°a 5-7B 
H«*U 3>7;i/x>hfcaofc^"C**«±»llB1.0LftlliRbfco 
A^sKjlmlcorn-fe^rA (;W^7nt7$/>^tS) *^£*U lOmlcDlM^ 
•Ji/>-0..15M NaCl (pH8.6) Sffi^Tlml/^CD«K3t"e*-7^*i5t^bfco iftif 
«s ±E©±3fcimbfcjfit KVEGFSaWlt-lt hffl** 5>tt«H2532:8.fc 
OTM2550*^tt**±»**n*ni700iK 1800ml ^70ml/B*cD^T^D *te y 
'rAfc^AWUgbfeo ^^^10mlcoW;->>-0.15M NaCl (pH8.6) SJBV^T 
lBl/^(D«at1?i!l5»bfc«s pH6, pH5*J;tJfpE4CD50iiM^^>IUH»*#4«l-e 
8iBK«»U 5(hM^ai>»B«* (pH3.0) £7mlMig bT t ^jfi 
ft**mbfco ffifc pVEGFft&fttlt-lfc hfi*^^JS«QE632J3«t 

OTM2550^^n^tl0.4mg N 0.3mgf# £>tifc 0 

ttStbfctnlt: hVEGFg^fltflt-lfc hM^^ ^ j/i*KM2532^ J;OTM2550{^ S 
DS-PAGEffit?»tffbfco SDS-PAGE&^ftJcD^ [Anticancer Research, 12, 11 
21 (1992) ] fcftofco >fMZ&5^20%t?^i?3L>h / f)l (7h-ftB) 

^^wm^^rxu->^tz^(D^y^^Mmti,x2.sjug(Dtii^ pve 

6FSS<*Flt-lh h^^^|ftflra2532*«fctHM2550**n^nacl(lbs V 
^-/U ■J7>f7;M:T^bfec *©JB*»22HK:3Sbfco t 
7ja«:KM2532i3 £OTM2550&. ^»7C*f*T-eH:^*3B150*n h >k:I 

25*nV)]yh>tei m<z>^> p&m&b^ntzo lgmcDifimz. mjt^rxit 

»7G^TTtt*ft*ft2*©ra^ 

h bt#St 5 il i: k-» U t hi^ 5tfifcKM2532£<ktHM25 

50fcfclE b l V*JgCDtrtft:^-e &5::fcjt^<*ftfc 0 

( 5 ) Rfc hVEGFS»ffFlt-lfc hM** ^JRfltOt h VEGFS^tfFlt-lt*f 

MMJrEh hVEGFS^Flt-lh ^tri^KM2532*5 £OTM2550© t hVEG 
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lt-i izMt %> ffi&m&z&TcD^miz'&w mm u £ o 

RlSttb hFlt-1 7NfcfcTanaka [Japanese Journal of Cancer Resea 

rch, 88, 867 (1997)] ttZm^MWHsfz* 

& t\ mm ftmmfem & m ^ x % o ^ ;u©e i r u - h ^ ^ ^ £ nr»e 

b hFlt-1 7Nfi£H1^U ^Pl-^t: hi^^ ^trC«:c7)«JgS^t;^^T^ 
fSffi^^fbfec 96^^;i/©EIAM^^-h (^-Y^-*±K) PBSr'#fR 
Ufel//g/ml©RTSt4b hVEGF§^*Flt-l 7N£50/il/i> ^JlXfr&ls, 4°CT 
-Mibtif^tfeo PBS"l?i5fcitM* N l%BSA-PBS^100^1/^^;i/i?D^. 
Tl l«IHSJfi*-&TaioTV^«tta*^Dy^b&o lXBSA-PBSSteT. 0.1 
52 -333ng/mlC0MMirLb hVEGFg§ffcFlt-l b hS*>«^»M«ffl253243 ±OTM 
2550£50// l/^i^&ftU SS-eil$l&RJ6S*;fco 0.05ttween-PBS-£&#- 
^ s «BSA-PBSfcr3000Sfc^bfc^V**^^— -tfWBItSt: MgG tn* (r 
*U*> 3 — l/y^^a§J)ft50/£l/*i;i/-cjpjlTSfi"Cl WfBS***, 
0.05% tween-PBST«t^. ABTSSHJft b* (3-^^;i/^>^^T 

;i/-6-x;i/^>K) T>^e-^A] S50^1/^^;veSD^.T^fi^^ 0D4 
15m6Di»5teil[*E max ■ rVW^-Xttl) ftffl^TJB^Lfco 

*0)tt««»23 (A) BfcjjvTo JrCfc hVEGF5SffFlt-l b h^*^*n*K 
M2532, KM2550tttt*«iett#fl9fch hVEGFSSfHlt-1 7Nfc»&Lfco 
jffib rVEGFg§f*:Flt-l b h^*^fAW12532. KM2550©Jjig^ffittid:t5ffHI 

&tc, BWftft«S«ftflit^T96*a:^©EIA ffl^U~h^lR«^^SprS 
ttt hFlt-1 7M«**fls**Tt hffl*-?«^JS*©l6d*Bttfttfc»Lfco 96«> 
^;V<DEIAffl^L/— h tt») £ s PBS^#§?b£0.04~10/^g/inl<7) 

qj^ttb hVEGF§^*Flt-l 7NS50//l/^i;i/"edaU4°C"e— Rftfifc»bTi» 
S^^feo PBS"??«fe»«, l%BSA-PBS^100//l/^^;i/iDx., Sfit'lKW^ 
tTSoT^SSttSS^n^bfec 1%BSA-PBS£*&T, lO^g/mlO^iSfexb 
hVEGF§:g#;Flt-lb hS^ ^tS#:KM2532*5 J;OTM2550£:50Ad 
SU SfiTlRSHKJfcS-e-fco 0.05%tween-PBS-t?«feJf*s lXBSA-PBSfc:T300 
OfiC^Ufc^ar*S/y--B«ltBfct MgG ft»(r^ U *"> 3-1/** 
**t«) *50/zl/»>j:;i/-eJPitTi[»T?lieraS«*^> 0.05% tween-PBSTSc 

abtssh* [2.2-rs^ bx (3-if;K>vfrv-;w6-x;i/*>i) 

r>^E-^A] *50^1/e7i^"einitT*e*^ 0D415iun<£>P#^K£E max(^E 
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*<B*g*«flS23 (B) HC^-To Stt hVEGF§g?#;Flt-lb hS^^iftttK 
M2532, KM2550ttru— bt»#**fcqT«ffit hVEGFgS«:Flt-l 7N©»fi(C 
«#bfc*g^ffitt**Ufco hVEGFS£#Flt-lt hffi**^jfi;ftt 

M2532. KM2S50©IS^SttH:HHHWET?*-3fco 

feih hVEGFggEftflt-lt hffl#* £3 t hVEGFkb hVEGF 

««*Flt-l CDfS^BSSttftttTOct^fcbTttHbfco 96*:c;i/ • 
*£mj->- iP7i/-h u ytfrttK) £;**y>-;p£ioo/zi/^;i/-e# 
au ri/-Mfi»coPVDFK***fbbfco pbs-co.2 us/m\(Dm 

KfcftSRbfcRTSgtSt: hVEGF5S«:Flt-l 7N*50/zl/^x;i/T^U 4°C^- 
«fctt« bTBl***feo PBS-C«s*«, l»SA-PBS^50^1/^^;i/SPx.. 
KFHaiB*-»Ta^TV^*Sttat*^n*y^Ufco PBSTift#^> 12SBSA-PBSv£ 
«T*Kb0.0M-2^g/mlOj»«ftn;t: hVEGFS§*Flt-lt hM^^tfrf£KM2 
532, KM2550^ctr>'*iM6it hVEGFS^Flt-lv^^^y ^ n-^-;u^KM17 
32, KM1 750*50// 1/^7 x;i/T!#au ^?>^ 3ng/mlcD 125 I^fi t hVEGF (77 
i/VAfflK) ft50/il/*i;i/7?la*Sfiri-5«pBSliBS-frfeo 0.05S£tween-PB 

■To »24Hfc^bfcJ:3fctfcfc hVEGF»S<mt-l fc hS!*^tfM«M2532* 
ctOTM2550iiK*^fite^^iCb hVEGFkb h VEfflS«(tf lt-lOHf^ftH* 
bfco Hfcx tftfc hVEGFSSftFlt-lt. h^^^jn^KM2532^J:OTM2550^ 
Sbh VEGF*SffFlt-l v y i? p -^-;btft<«M1732* J: OTM1750 fc |sj^ 
cob hVEGFkb hVEGFaStfFlt-lCDKS'&ESffittft^U t 
v^^^y ^n— ^;i/ijt*©iSttft«ftbTt^«^ktf^*nfco 
(6) tftt hVEGFSSWlt-lt Kffl^^tftf^BBrS^trh-rojWf 
( 6 - 1 ) pJvgffib hVEGFSS*KDR 7N. RlSffib h VEGFSSffc^M 5? * 
SSFlt-1 7N.K2cDfjS! 

pJv§ttt hVEGF«SftKDR 7N. nTSBttb HVEGFa«tt**^*>A<* JtFlt- 

(6-2) qJMttb hVEGF&SttKDR 7M*a^^*— ©«BH 
b hVEGFg^KDROS/^;!/^^ Kft«rifrai97 S y RSV^© 
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N**r^y»fr&738#Bi3fflS-r*pI*ffit hVEGFSSflcKDRBrtt (fiTF\ 

RTSttb rVEGF3«#KDR 7Nfcfc, pf»tth bVEGFS«#KDR©JfflHa^a«CPN 

t hVEGFg:^*KDR^^±ScDNA^=r- Kf ^cDNA^ n — >BCMGS-neo-KDR [C 
ell Growth & Differentiation, 7, 213 (1996)] SEcoRIT?taJW U KDRcDTO 
»««JkffK|g^««*n- F-r*»2.8 tt<3D«ffr*pUC186DEcoRIfflJffifc:*B» 
fctt^fcfcioTs pUC-KDR^ffMbfeo pUC-KDR&XhoI"T?«JKrU KlenowMS 
«s Xbaiy>#- SWA-TSdiiiCcfcoTpUC-KDR-JCbftftKl/ 
fee pUC-KDR-Xb^Xbal-BamHI (2.3 kbp) ^fK-^rpBluescriptll KS( + )<DXbaI/B 
anHIgMfefclfAbfc^ Sphl-BamHI (5.2kbp) Wr/t&WKU SnaBISMfeft^tr 
(E91*-964KVE9d»#55) pBS-KDR-Xb-Sft-fERU 

pBS-KDR-Xb-S*SnaBI/BajnHI"C?W»f U »±3 K > fcNotIfflffifc**fr&J* U 
>* — (i2^J#-^56S^ia^J#^57) ftffi^&a^ pBS-KDR(Xb)-S-N£{fSbfe Q 
pBS-KDR-Xb-S-N<£>XbaI-NotI (2.3kb) BffJt Sr^o. p ^>f ;i/X$I^x.pVL139 
377X> F0^UAh'ij> (Polyhedrin) »fc^©l|E^Bfl^cDT«^5 , fflSXba 
ISVyfflJNotlfiBtfttffi^a^ Plffl4t hVEGFgSfttDR 7N^iJl/^^-pVL 
H[DR-7N*flsJBbfco 
(6-3) RlSttt hVEGFftS**^^^>^^Wlt-l 7N.K2%^-<^^-CD 

«I}gffi t h VEGFSSffF lt-l£> >> 4^tf N 5fcm& 750# g (effl Mi 

TS^Sttt bVEGFg^fltflt-1 7N©-5^ N*S^e»2Si©^ Ay^D7'J 

>t»(Bffifci»3-r4. ioo#g©r^y®^^204#g(or^y^^, ^n^*i2 

7^»HftS'J >*-(Gly-Ala,Gly-Thr)£^bT, nJvgttb rVEGF§^# 
KDR©2#B©-f Ayyp^iJ>i«ttti3t^ 95SiCDT 5 J M1> £199 
S@©r ^ y»^B«bfc^ >^^HFlt-l.K2*«K^^Sfcto©^^ 

h hflt-lcDNA [Oncogene, 5, 519 (1990)] ^EcoRI/Hindlll (1.9 kb) WfM" 
M13mplcDEcoRI/HindIII£ffAU pM13-flt&fls»Lfco pM13-flt 
ft*»HXLlBluefctfi*!£*, Sfije»©fflffi«fSfl9*il*Affl**y hMutanK 

57 



WO 00/79275 



PCT/JP00/03957 



^•CDT^a7;i/{:Sto^ Jg«±«J:t)ssDNA*IHtlbteo *ssDNA*^Sil 
LT* 56JgS^e>^S^i;rfpf^U^H (ffi?'J#-^58) 

MfutanK (S«JS«St) ftffltv ^jBJtJ8(0»te«»flg*M#A«* 
y hMtanmn(D^^^TJVlz^xmmmmm^m\ Flt-l©*MS*Mi 
SC02# @CD^Ay^D7U * 3 - K t* & ft 2 * «F1 1-1 

itte^ftSLfe^** H (pM13-f It 5 -D2N) ftftiSbfeo BCMGSneo-KDR 
[Cell Growth and Diff 7, 213, (1996)] DNA 10ng*4BSk LTffltV BB^U 
#^59^ti i lB^JS^60tC^U^^iB^J^^t'^r^^ V— «10 pnoU TaqDN 

A#u^7-if;^7 7» iiwir**5/)i*i/*f K=y>»ft^tr* 

*10QmlJc2.5 units<ATaqDNA^ U p< ^— Hf ft«ffln Us PCRKJ6ftfroifcoRJ6B:* 

NAWffrftlliRUfco KDNABfM-ftNarl/Kpnl-e^JBTU 340bpcONarI/KpnI©fM ft 
mtzo ttDNABrfrXt* pM13-flt'-D2Ncr>SmaI/NarI (0.5kb) Brtfft, pBluescr 
iptllCDSmal/KpnlM^ffiAU pBS-f lt-1' -KDRZNftfWK Ufco pBS-flt-l'-K 
DR2NcOBamH/KpnI(0.8kb)iTit^ pM13-f It' -D2N<7)KpnI/MunI (80b) &t>\ 
pVL-flt-lCDMunl/Notl (1.5kb) Brtf-ft, pVL1393CDBamHII/NotIgp{u(zfpA 
Flt-l.K2«fc^ft^r^;^ KPVL-fkfftffKbfc« 
( 6 - 4 ) AffllB^ J; 5 fc h VEGF§g«KDR 7N:fc <fc 1 h VEGF 

£««MM ^ * w^fjFlt-1 7N.K2*3Hftff -5 fc»©*a«** •> -f 
3£ 

cDNAft x ^ f t ffl^att as £ m%.m *?<ov* 

t£;L Jc A 0 tt^tt* & 4 *K» -T S BSftff So «±©JiSft 77-;> 
^x^tt^iD^K^^-^-^i; h (M a a D#^PM-21001K) ftfflivr 

tmn-fm^hz* (^7—^>^^>ttK) izxmmvrzm^m 

8SSf9 (77 — ^ >^:t>#S0 C«*t^a.pi>>f ;i/^DNA [/^j-DdT— ;i/ 
K ^^^n^^;i/^DNA(BaculoGold baculovirus DNA), 77- ^>v^>*± 

58 



WO 00/79275 



PCT/JP00/03957 



§<r£: [iflH8»8*s 37, 2701 (1992)] te£t) s iK^A^^D 

(6-2 )-Cfls» bfc*«"<* ^ -Ol^gfc«>R^^i D £ -r ;i/*DNA©20ngi: 

Ufc*CD*JD*^fi'ei5^BlS«Ufco — ^TSf9 j«lxl0 6 flaft2mlcDSf900-II 
igift [*:/3(Gibco)tti8] fc«5»U iafiE35ni(OJ|iniBS«ffl^^^y*^^- 

y sP^ i £ ^->S«lM^a^P^27 o CT-30P^*f^ ffl^Sli »> -f ft<a 

tt««±»iii ^Stbfeo ^^-ufctt*fct:sf 900-1 i*»iii»an*H 

£27°CT*3 B Ra#fl b«*jfe*. * -f ft *&J*«±» ft £ 6 fc 1 . 5mlf# fc 0 * 
( 6-3 )Tff»bfc«S^^*-*ffl^H«©affftff t>fco 

*fco 

Sf9^2xl0 7 fflftl0ml^Sf900-II*gife(C^b^ 175cm 2 ^^X=7 {V^j-)-— 

tta») ccAnT^STi^ifeabT«ffliisft7^^.=3(c^^^feo ms«±« 

ftl»*fffe^l5inl©TMN-FH>f >-fe^ h ^ 5=<i f>Ak±E©JB»lljl!>^WS 
*tr»*±»© -5 4 1ml Sin *.27"C-C3 B BB«* b fe . *g-*^±?i ft 1 , 500 x gT- 1 

odnAb»fibTjiniafti»», «a>i*a(c««r*iB*!iiit«>-f ;^««* 

b£o 

Sf9 M6xl0 6 fflft4ml(DSf 900-1 I^fttURJIU iMg60mmC7)|Rl^*ffl^^ 
*{3±fSft|»&«ffe(3Sf900-IIlSJfe400^1 fcSf 900-1 IJgfl^OOO^KftJKb 

fc±iafi^**^^^*ip*a»T?ii»^Bbfc«s tgflfeft^§5mico 

lXffilB^tfn — ^ 9 • 7>#P— X(Agarplaque Agarose), y 

7— 5 V^iVttJB] ft^tP** (MB bfclmlcDSiSr ^f-r^-^ X • T 
#D— ^7k*«fc4«l CDTMN-FH-T >"fe^ h^^^f ^AftrllPU 42°Cfc:«ffib 

&^^-u£«b&A,£o ^ja-ris^raaBbfc^ K^ft»5<*fc 

l^ftAtU 27°C*T?6BH§*g#bfco R^-UfcO.Ott -j.- h^;i/l/y Kft$ 
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trPBSlmlftlPjt*ftfc:lHIBttf*bfc^ mSbfe^-^cDRSSifco &L± 

(6-5>a*liiat:*H'*Rl»fSt hVEGFgg^KDR 7N, qJSttb rVEGF^i? 
fl£*^#W^J(Flt-l 7N.K2CD«S*ctVJ»K 

oTSttt hVEGFSSttKDR 7N*J;tfqIjSttfc h VEGFg^*^ ^ # Jf 
Flt-1 7N.K2fiJ^T6Dctac=bTf#feoHigh Fivei«4x 10 7 M£175cm 2 7 

*©EX-CELLTM400tg±fe (JRH BioscienceftM) 30ml {CSR» 
U SltWHWU 7^^3fcfrtlf**&o <6-3);6J;tK6-4)-e»&ftfe 

h ^ >X 7 r — * — fi*<3DJ|ft*«ljt ^ >f §^1-3 x 10 8 PFU /mlCD*K 
T*&««*1mUIp*^ a»T2WIHI«!ft**feo *M±»*Mt&«rfe£30al<Z)E 
X-CELLTM400tg±fe30ml^SD^27 o C^T3-4BP^^*b/ro igSI»T«> Jg*±« 
*HiRbl,500xrtl0»B»b*«*tft^±»*»fc« 

50ml<£>DEAE-Sepharose CL-6B( Pharmacia BiotechttS^)£^:«b;fc:ft v Aft* 
SCAPfflCs 40mlCDHeparin Sepharose CL-6B( Pharmacia BiotecM±H)&3£ 
«tbfe*^A^ffiPffl!|{c:^Sct5^ig^Jt:gf^U 300ml ©20mMU >B£^ h V £ 
A«g»r«(pH8)-e«fe^bfeo amis RlJSttt hVEGFa**KDRft^ft*««40 
0— 800ml*50-10(hil/RfO»JiTfaJ»Ufco Its 300mlCD20mMU 
AjH»jft(pH8)T?«fe?tbfe^ Heparin Sepharose CL-6B£ ^ A CD 40 Oml CD 0 
-1M NaCl/20mMU >I£^ r V AMrtt£TXK«*3ES»tt\ tfgfll 
©gffi^ofeo y§mr«&7mliTo^fflU *^Bfc:***iS«aH*SDS-PAG 
EfcTjBffU niaSttt hVKGFftSfttDR 7 N«^»^li|ft60— 80ml|l|JRbfco 
EiKbfc»»H#tt-fe> h 'Jri/yriO (r^>*±S) 4ffl^tliU *J 
Stth rVEGFS£*KDR 7Nftjg*fcU"t4,8nl (Sfi Jt«Stt815/zg/iiK ttft 
£70-80%) f#£o 

pjjgttt hVEGF§§#**^* W^HFlt-1 7N.K2toV>T[±, JUT© ±-5 
MILL 

#^AtaW20mlCD'vM'J >-^r^rn— .XCL-6B ?)]/ [7r^>7'/H 
tJ-^^ ^ (Pharmacia Biotech) AB*t»] ^SU 100ml CD20mMh U^-ffiS(p 
H7.5) tt«*ftfflV^T0.5al/d©«tjS-e*^A*ft»b&o ttiWfc. ±fB©J: 
at:il»b&Rl»ttfc frVEGFg«fl^jrf^* Wt*KFlt-l 7N.K2*^tP«f* 
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M900ml£0.5ml/^(9S3i-e''\^ V tr 7 y P — XCL-6B MZffi.ig\sfco 
<*&fc: 100ml <E>20mMr U^-JgK(pH7.5)*fflV^T0.5Bl/^co«EiS"ei5fe^Ufe 

«*^E#0M— 1.5MOMaCl$*20nilh U ^ -J6ffi(pH7.5)jfc SUSS** 
200 mlffiJSU 's^U fe7rn-^^iR«fbfcSeS©»m*ff'5 ^ft(38 

«ft*»(SDS-PAGE)fcT#*fU *M14b hVEGFSSfr^^^ W^SFlt- 
1 7N.K2*^*p#H*50^70mllllKU -fe > h U 7b *y 7°10 (T^nvttSS) * 
MWCiMBUfco Bffi&s «I»ttt>VEGFSS**^7^>y^KFlt-l 7N.K 
2^^hbT^n^n5.8ml '(MaJ8S(i588>ug/iiK M*65-75X) »&□ 
(6-6)jRt hVEGF^g^Flt-1 b hffl*^7ilW©B»-r*^t:h--r©*P 

m 

mmtrLt hVEGFgg^Flt-l b hS** ^tftf«M2532fi<t OTffl2550<!DB«lf 
£:nb h-r*j^TcD^Jli^«ev^«f Ufeo 

pJSSb hVEGFg^*Flt-l 7N (^^;i/iBWft*«P Njfcflfir ^ >> ggfr ^75 
OSBfcfflMi) > qlfttth hVEGFMtftm-l 3N (5/^;i>BM**toN5MB:r 
^y«^6338»Bfc«3) > RTSttt hVEGFg$*Flt-l 2N ($/^EWt 
^frN^frffir * yffi^pe>223#ifc:*aS) fiTanaka£><£>^i£ [Japanese Journa 
1 of Cancer Research, 88, 867 (1997)] £«£l>8H8{bfco Rj^ttb h5SftK 
DR 7N (S/^;i/EM***ft^N*JB7'^yi»**6738»Bt:*S) * "TStt 
b hVEGFg^^;*^ W^RFlt-l 7N.K2(b hFlt-1 7NGD7^ yj«100-~2 
04SBSU >*-^Utt hKDR<7)T^y^95-199#g^^mb/r^<7)) B: 
(6-5) fc«^««bfc« *»fc«^fcW»ttt hVEGF5Sflt*ffl»»«:cO« 
^HI^34EltC^bfeo 

£ 1\ V ^ X trC b h VEGFg$Wlt-l v ^X^^^D-^ 

Jn#KM1732. KM1750*5 ct^feib h VEGFg^Wlt-1 b b M*J> ^JK«:KM2532, K 
M2550CDSlfettftJt«lbfco 96^^;i/CDEIAfflru-h :*—#:») P 

BS^#JRbfc4/*g/mlCDFlt-l 7N, Flt-1 3N, Flt-1 2N. Flt-1 7N.K2, KDR 7 
Nft*ft*ft50#l/*x;i/-«3«U 4 -CT-HftRlbtRf^tfeo PBST-{£ 

msA-PBs*ioo/zi/e7^;i/jnjt.. a»-ciieiiiia6**raoTv^ffi 

fiS^7D^^bfe 0 «BSA-PBS£f£T, QAusMKDmmm^ hVE6Fa*#Fl 
t-lv^^y ^n-^;i/Si#:KM1732^fe(iKM1750. MMjfib hVEG 

F^§*Flt-lb h^^^^la*KM2532SfettKM2550ft50/zl/^i;U7?^ttU 
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I^WP^^tito 0.0555tween-PBST-a#^s 1JSBSA-PBS iZXmi^Zft 

m\,tc^u**isp-vmmm^'>x i gGfi* (^t») *s^tt3ooo« 

81) *60/zl/«>a:^t!iP*Tafl-ei«HBRJ6*^ 0.05% tween-PBST^^f^ 

abts»«* (3-^;^>^r^-;i/-6- x;i/*>gO r 

^50/il/»>^;i/-eS0^T^e^^ 0D415mn©lR*ft*E max (^6 

*©«*ft»32iafc^1-o fit KVEGFggteFlt-lv^X^y ^ P-^Mn» 
KM1732. IMlTSOiSAWtftt hVEGF*S<»lt-l b h^^M ^fiffcKM2532. KM25 
50ttFlt-l 7N N Flt-1 3N, Flt-1 2Nfc:*S-&U Flt-1 7N.K2, KDR 7N^(i:^b 
J&^ofeo tot, tat hVEGFg^Flt-lv^^^y ^P-^;i4fi*fcKM1732, 
KM1750i5£tmb HVEGFggffcFlt-1 b h i^f-^ ^fi#;KM2532, KM2550(Z)KI» 
tSxt; rTfck b h Flt-1© N***^ y»*»6100-204»B*"C©««t: 

17N. Flt-1 3N, Flt-1 2N. Flt-1 7N.K2, KDR 7NM£— Sip-r^b h 

h (^5>ft-t.l) PBS T#3Kbfe4xig/ml©Flt-l 7N. Flt-1 3N, Fl 
t-12N. Flt-1 7N.K2, KDR 7N^^n^tl50^1/»> * U 4 °CT— Hfefife 

Ibt^f^tto PBSTtft^^ 1%BSA-PBS£100 /z/ ^^MM*.* SStfl 
ra^ttlotl^rS'SM^n^lfco l%BSA-PBS^mT, 0.0152 
-100ng/ml©*IMfib hVEGFS*<tFlt-l b hM** ^fi#:KM25323;fe&KM25 
50^50/il/^7^;i/T^ffiU RpHSJ5B*-frfco 0.05%tween-PBS^ift# 

8U «BSA-PBST3000fSfc#f?bfc^;i/^^S/^-Hf*iitftt MgG fift: (7^ 
=J-U *50/il/«>3i;i/T?jPitT^a-eiRfMfiiB*^ o. 

05% tween-PBS-egt^, ABTS*)S* [2.2-7^;t'X (3-:n?-;i,^ 

-;u-6-j*;v*>|g) rv^e-^zO ftSOjui/^x^tfipAT^e*^ 0D415 
nm©PR*J^SE max (^1/^7- - X*±M) £JHOT«i5ebfco 

^CD$g^^^33ia (±0) fc^-To fib bVEGFggfltflt-lb hSMM^SW* 
KM2532. KM2550«itaft«ftflc#fl5{-Flt-l 7N, Flt-1 3N, Flt-1 2Nfc*g'&U F 
lt-1 7N.K2, KDR 7Nfctt«Sl§rLfcfr^fco *&. fib hVEGF»£ttFlt-l b h 
^fiffcKM2532, KM2550®JS^Si*O:taEISH^-e»-3fco 
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. ftt N B*#fe!S«JSaSffll^T96»>x;i/©EIA fflri/- r-£i»*£'t*-£Flt- 
17N, Flt-1 3N, Flt-1 2N. Flt-1 7N.K2, KDR 7Ng £ 1^ b £ b h^^r^^ 
tft#©tS6Stt*«WUfco 96^x;vcDEIA sru-h (^v^- ttK) fc, 
PBS^*JRLfc0.041-10//g/nl©RrjSttt r-VEGFg§#Flt-l 7N, Flt-1 3N, F 
lt-1 2N. Flt-1 7N.K2s KDR 7N£*ft^ft50/*l/£ x;i/T*#a U 4°CT-«6jK 

BSI6* «»-3tt^}Stt* t y bfc„ 1%BSA-PBS£J#T. 5//g/ml 
^MMtnb hVEGF5«<Wlt-l b ^Jn^KM2532^fc«:KM2550^^ti^ 
ti50^1/^x;i/T^riU Sltl RrMSJS**fco 0.05%tween-PBS 
^1XBSA-PBS tCT3000<g^#Rbfe^^*^^--y««tftt: b IgG T 
*U:*7> *50/£l/»>3i;U'CJnit'CaS'ClRpfflRJfc*-&. 
0.05% tween-PBST^^s ABTSSHrt [2.2-7^y bX (3-x.^;v^> v 

r/— ;i/-6-*;i/*>ffi) r>^e-«>A] sso^l/^x^-ejpATIBfe*^ 0D4 

15nm©l»5teS*E max - X4t») *ffl^T»J5£bfco 

*©e*ft*33H (TH) fcSR-To Kb r-VEGF*6fleFlt-l bh^^^^tn; 
ffcKM2532, KM2550tt^U— hfc«***fc^«ttt hVEGFSS«Fltrl '7N, Fl 
t-13N N Flt-1 2N©«Kfc«*bftl&&*Sttft*U Flt-1 7N.K2, KDR 7Nfcl± 
fi*U»^&. ttt hVESF5«Wlt-lt hffl*^^tft«DE5J2, KM2 

3. trit hVE6FS«F*Flt-l b bMCDR ^IfifciftcDM^ 

b hVEGFsswit-itw-rs+wfseftw-r-sist rVEGFgs«tfit-iv»> 

X^y ^n— ^;.l/ta*KM1732, KM1750t5±^b h VEGF$gtf*:Flt-lb hM** 
^K*KM2532, KM2550tH»<Z)Sttft*-rSiSb h-VEGFSSfltflt-lb h^CDR 

( 1 ) MOb hRfr<OYH©«iliaWft*SBfct-Stftt hVEGFggftflt-l 
b b^CDR#*K*^VH^=i- K-T^cDNA©^ 

h (Sequences of Proteins of Immunological Interest), US Dep 
t. Health and Human Services, 1991 N JiTFIsIflS] . SS^I^^^b htKfoOV 

TtrCb r VEGF3S#Flt-lfc h^CDR ^ffiKfrcDVH^r ^ J StlE^f&Itf 8 
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m i m 





HSGI 


HSGII 


HSGIII 


KM1732 


65.5 


51.7 


55.2 


KM1750 


67.8 


49.4 


54.0 



^(o^m, kmi732, mmot&izvT-tfjv-y-i k.mbffim&&&^zt.& 

§^CDR^*tt#;tf)VH£> T ^ J W&im £tS8t bs KIBflJ * 3 - f + % c 

* -T\ b h VEGF^*Flt-l v ^x^y^ p — ^;i/JfiflsIM1732CDVHfc: S#f . 
3Jrtb hVEGF§^*Flt-lb MJCDR »«tftfl«OYHft3— FTScDMA©«|jfit: 
o^TJ^TCPIt^o EW#*25-30©a»ia5a**-rS6*©^rt£DNAft'& 
J5icbfe (^r-f-'r^yD^-tS) c ^«bfc*DNAft«»aift*»0.1//M 
k3ftS«t'5fc200/zM dNTP (^?B®*t») s 0.5//M M13primer RV(SBJiaSK 
0.5/zM M13primer M4 / (SiBattK) *5ctt>*2.5Wu©TaKafia Ex Taq DNA 

& (SB*a») **&m«fle©Ex Taqj»«tt (^SitttS) 50/zlt 
JD*x 50//lCDttfflT?«V\ DNAit— ^JUIM — PJ480 (^-*> 
a«t) fc-fe* hU 94 0 Cfc:T2#iH. 55°C^T2^Hh 72 a ClzX2frmW-( 2 )l 
£30^ ^Wfftofco ttj5J&»«QIA quick PCR Purification Kit (^7^ 

feo ff 5»nfc*m**10rilh D*-*» (pH7.5) , lWttflr?£f*$/»> 
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mmm) &io*T37'c-ciRpnKjK**&o »sj6*ft^^^-;u««u s 

OmMhU^-ffiS (pH7.5) N lOOmM jtgfb^ h U ^A, 10iN*fhvif*5/ 1J7 A. 1 
mMDTT, lOO^g/nil BSAiJ <fctf0.01% h >X-100 ^?>^S«S*^10//Hc 

SP>U Hfc:lomti6p#J|B#*NotI (SiffifittK) *fln*T37Wll#IIII^S* 
fco «Sl6**r^D-x^;i/«a8c«rfcr»BU ffi0.44kb©ApaI-NotI Mf 
J+£^0.5^g[I]iKbfe o 

###|J1<9 2 (1) T^f ^flfe^^^ ^ FpBluescript SK(-)S*coApaI-No 
tI«fJtO-l/£g4:±B"CI»6nfcPCR if*lWitCDApaI-NotIWM-0.1//g ££S10 
/£l©*H*fcJniU DNA ligation Kit Ver.2 (^BJSttJH) ftMV^-Ctt/BBSQIi 

D^7^^ K*lSSiU ##^J16D13S (4) CdiattCD^ffi^fie^T. j&s 

bfe^^^^ K phKMl 732HV0 £ # 0 phKMl 732HV0 td £; *l 3 fix t hYEGFggtfKF 
lt-lt h^CDR &m$m<DW (6TF> 1732HV0^^HBt-^>) ©ffiSK#l&IB*!J# 

Jrut hVEGFggfltflt-lx^X^y ^ D— ^;i/K«M1750©YHK:ft*-rStn; 
t hVEGFg^Flt-lb h^CDR lMfi^#^VH£=r — Kf 5cDNA<0*|*t:^V^ 
T&> SW«*32^37©^ia3«J*#"rS6*©'&aDNA (*7f^f- • 

EWftn— K-TScDNAftdft^^S K phKMl 75 0HV0£f#.£ o P hKM1750HV0^# 
KVEGFftgtftf lt-lt hfflCDR3Bf«[Jffi#©VH (WT> 1750HVOkgtg3ir 

(2) f»SK7)t hJftfrcoVLC^aBB^JSXaiil-rsfiLt hVEGFg§#:Flt-l 
t h^CDR ^*K#:^VL^=i- K-rScDNACD«» 

y^;i/-ri-IV (HSG I -IV) fc^MHU r«K:ftjllBW*n*: 
bfeo *n6ftaEMftS8BfcbTtnit hVEGFgSfltf lt-lt h^CDR 

^I&SlR1-5fe«)tr H rcDt hKft©VL©±tjiia^j©FRcr)r ^ ; 

BIKW k Jfi t h VEGFftSW lt-1 v H7 X^y^ D — :h;i/iS*KM1732:i3 J; OTM175 
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I 2 i 





HSGI 


HSGII 


HSGII1 


HSGIV 


KM1732 


66.2 


57.5 


62.5 


63.8 


KM1750 


68.8 


63.8 


68.8 


70.0 



3trt,b hVEGFSSWlt-lfc hfflCDR»*tn;f*:©VLft3— ScDNA©*SI(CO 

^TJeJLTfcMwr-So iaw*^39^44©a^wft*i"S6*0'&fi!a)MA«'&fi8 

bfc (^fV-'r^D^tl) o ^«bfc#DNA*8»ii«#0.1/zM 
£^ £200 /*M dNTP (SS^±M) s 0.5/zM M13primer RV (^ffigftS) , 
0.5/zM M13primer M4 (SSitttK) 45 £tf2. 5#ffi^TaKaRa Ex Taq DNA U 
^-i? (SiHJSa«) **&U»«*©Ex TaqttCtt (S«jgtt») WjuUz 
MX., 50/£l®tttt^«V\ DNA^-v;viM PJ480 

fc-fe* hU 94 fl CtT2^H, 55 0 CfclT2^H, 72°C£T2£f H E ^D^ 
£301tM ^;i4t J&ofeo M^iSrS^QIA quick PCR Purification Kit 
x>?il) *«V^T«M*©»B1*K:«^<MIU 20/zl cd«BtKt?»SSL^ £ 

tubfeo ffit>titzmmwi%Mmb vx-mm (pH7.5) . loomMSft^h 

'J £2^ 10nMJfifbv^*S/£A. IbM DTTiSctmOO/zg/nl BSAfr £&5S«ift3 
0/^1 fcipi, JSt:10#<5i©SiJK#*EcoRI (^SitttM) SJ;tWMIB»*SplI 
(^SBJgttSO ^ijn^T37 o CT'iH$p B WiS^-^feo ttKJft«*r^fD— 

«»lfrfc:TfHBU- ^0.39kbcOEcoRI-SplIBTit^^0.5/zglHliRbfeo 
##^J 1 © 2 ( 1 ) T^#^>n^r^^ * KphM259LVO£#(0EcoRI-SplI»r>i 

B^tSP^x DNA ligation Kit Ver.2 (SJBJftttK) ftfflV^"C«ffl»B8»KHS- 
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k*b»u #%m©uH (4) icim<Djjmz'i£-DX, mmm**k 

KphKM1732LV04f#fe o phKM1732LV0iC^Sn5Kb MTCGFSSWlt-lb h 
MCDR ^HflrttfCDVL («T> 1732LV0£:i!tf3*r £ ) CD^XE^JftE^JS^ 45:fc'j: 

tnl b h VEGF§^*Flt-l P -^;i/trL^KM1750©VL^ £#f £ fei 
b hVEGFS^Flt-lb h^CDR S»ffitt©VL*n— Ht" ScDNA©«BPEto^ 
Tfck b h^^^;b-^IV©*ilIS^J*a^i: LTWflJTSfc^fcttEM** 
46^51©JfiSE^Jft^t*36#<B^aDNA (^r^'T^n^-tl) ft 

TScDNA^fr:^;* 5 FphKM1750LV0(IV) ft#fc Q phKM1750LV0( IV)fc:^£*l 
^ftt hVEGFg«i*Flt-lfc h^CDR if£«tftffc£>VL ■ [fiJTFx 1750LV0( IV) ^SfB 
f *] ®raEaiftE*T«-952s *±ffr5y«EWftKWW89K:jSbfco 

0**EWftW-r56*oi&fiKDNA (tfyr^ - ■ 5^ ^ -P^— tt») ftfflV^T 
±EfcR«©SJi6ftm\ *35H(C3Sb&BW©r5y»E9lI*3-K-rScD 
NA^tf^X^ KphKM1750LV0(I)ft^fc o phKM1750LV0(I)^anSin;t hV 
EGF^gffrFlt-lb hSCDR ^tttrt^CDVL [KTn 1750LV0( I) ^SBT £] <£>±M 
*EMftEM»Wra3 .fcffr ^ y«EM*EJn*5B0fc:S L£ 0 . 

(3) HftKDfc httflaov M^ftMia^J^S^^bfetftb bYEGFSSftfl 
t-1 fc hSiCDl»*ta#(OJ63B^^^«-a)«l3l8 

W097/10354tcfB«cOb Mbffitt*^* >^A*-fe * h ^-pKANTEX93 
*J:U**«1©3 (1) s (2) ■e#fenfcStt bVEGFS«Wlt-lfc b^C 
DR^ffi^ODV^ftn-K-rScDNAft^tJ^^^^ FphKM1732HV0, phKM1732 
LVO, phKM1750HV0, phKM1750LV0( I)*s J;tfphKM1750LV0( IVjftffl^Ttftb hVEG 
FS£#Flt-lh hSCTR»*tt*©«a^**-ft^TOJ:5^bT^Ufco 

3:1% Kb NVEGFg^Flt-lv^^y ^ D-±;HS<«M1732fc:ffi*t" Sift 

b hvEGFs^Fit-ib hmcvmmtim&ftm^? #-©«ts§£o^T&T£ 

ttflirr*., 

r^** KphKM1732HV0©5Adgftl0mMh U.X-M (pH7.5) , lOmMffitfb^* 
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Us 50mMh U^-ffiR (pH7.5) „ lOOmM ffifb^ h U t> A, 10mM^bV^^->^7 
A. ImM DTTs 100/ig/ml BSA#J;OT.013S h ^ h >X-100fr£ & &*I«r$UO 
//HCSP^ M£lOJ|itt<0^EB**NotI (^«J&tt») *aDAT37°CTlKfBBS 
«£i*-fc 0 aMJfo?#£T;tfD — X^l/««iMtrfc:T43iHU ^J0.44kbcoApaI-N 

#^ii(7)2 (i) t?^e>nfet Htm£ftmm*>7 : &i)*y v^^-v 

KANTEX93fi*©ApaI-NotI«fikO J/zgi:±83T?»&nfer^^ ^ h'phKM1732HV0 
lfi3fc<&ApaI-NotI|fiJt0.1/zg *±»10/zl©«H7jc(cJPi H DNA ligation Kit 

ver.2 (^mmtrn) &m^T&mmwmfcm\ mkistto ccoxo^i^rm 

WfetftU mzmiZTFlsfc?^ Z K KpKANTEX1732HV0*»fe o ' 

mz^mt>tlfe7^X^ FpKANTEX1732HV0<D3^g£50mMh 'J X-MWi (pH7.5). 
lOOmM Mftth'J^ 10mMSYbv^i/i>A N ImM DTT* £0*100 ,ag/ml BSA 

rmm&mspu (SH»tt*t) tapitT3TCT?wiiBKje**fco stE*s**r 

^D-xyM^»i(ct^Bb, JR13.20kbCDEcoRI-SplI»fM-SjKll//glH|iRb 
£ 0 77X^ FphKM1732LVO0)5/*g£5OiiMr- U^-JfiK (pH7.5) , lOOmM 

Ifcth^A, KWttftTy*J/i>A, ImM DTT£J;tMOO#g/ml BSAfr£>& 
S««*10/zl(cSPAs StlO#ffi(D»JISBP*EcoRI (SSBJlttK) iJJiWBIE 
HHfcSplI (S«j6tt») *ipjtT37*CT?lRrBKj6**fcc »KJfri*ftr#P-- 
^y^SftaciSiCT^Hbs ^0.39kb©EcoRI-S P lI»TM-^^0.5//glI|lRbfeo 

±ffi"C»6iifc:r^;*S FpKANTEX1732HV0ffi*cr>EcoRI-SplIirM-0.1//g fc 
^ KpMM1732LV0a*(DEcoRI-SplirrM-0.1//gS^M10//lcD«a*^Sn 
£ s DNA ligation Kit Ver.2 (^«Jttt») ft«V^T«ffl«W«fc«VV m% 
Ufeo C0J;5K:iTli^nfefiMr7^^ KDNA *M£fflV^T;*:fliMDH5 
am (MmmttM) SJBWIEffcU JMOHfciSLfctSfc hVEOFMtfmt-1 
b h ^CDR^ttfit*©^-^^ * ~pKANTEX1732HV0LV0£f#fc o 

tiib hVEGFS^*Flt-lv^x^y ^n— ^;i/tft«M1750t:ft*"rsSit bV 
EGPSSfWlt-lb hSCDR»*^<0«a^^*-O«ia5K:o^T*»x ±EfcHI 
«©fiJK*frtr\ *31H:fc£tf*36l2fc^Ufctafc hVEGFSS*Flt-lt VMC 
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DR^*Jfi#©3ga^^ ^-pKANTEX1750HV0LVO( IV)43ctt>*pKANTEX1750HVOLVO 
(I)*f»fc. 

4 . fib hVEGFSS*Flt-l t bSCDB»*^ft©V»«OFR©r 5 ^»EMO» 

tab hVEGFSStmt-lviJ?*^ £ D-^;i/JS<«M1732* ±OTM1750©va 
J^Scd =f > b i — * — H&^ISM^;i/i5 J; t>'##W 1 CD 3 X@T?Kag b fc#fi b 
KVEGFSSftflt-lfc h^CDR *£ttfi#:<Z)V >^-*-H#5t*g 
^T^I/fttt*. itttlftW-r*c:kfc:j:C «ftt hVEGF««flcFlt-lt h^CDR 

^fflK^^vfi^coFRco r $ j mam vegfsswj lt-i v ^ y * 

D— ^/Wfit«:(DV«i*©FROT$ ^ »EW©M-e**oTV^Sr ^ 

^fib KVE6FSS»Flt-lfc hMm»Wffl*<DVffl&<DYB<D7 l ^ > 
C^tbh VEGF««<tFlt-l fc<Z>lfr&fcMS 6 ft S r ^ V ffiSScDffc 
■«&HStSik*»Wtt. ^(omm, Kb hVEGFS^Flt-lv^X^y ^ 
n-^trMWM1732fcft*-r4tfilt hVEGFg^Flt-1 b h^CDR SPHJSfkK: 

fficD^-ns/v, miL<DT^~y, GH\l<dtjv^^>^ 6mox\/*->, 70{£ 
(D-fVD^>X 82{££>£Ol/^ 93ttO^U VCDfeS^ VLfciJOTK 

SWlt-lkO»&fc*V^T*Ktt«»J**«: bTV> § d £ftfc 0 

^fes fib hVEGF;§§ft:Flt-l v^X^E y ^ D— ^;M5t«M1750fclfi*-r £ 
fit hVEGF§§^Flt-lb h^CDR #ttfi#UcoOTfc^ VHt3^TIE?U#-^8 

7tfB«cDT^yaBa^J©3(4cD^ r ;v*^> N 67ffi©7vi/3 i — 82ffi©£ r ;i/* 

59{ftGD-te'J>\ 69fu<7)rx;l^>^ N 70{u©7 3i -;i/?7 - 
b ^VEGF^^Flt-lh^^^V^TSS^SSO^^febTl^-^^#X 
&n&o Cti^fKt ±B-ea^ftttt hVEGF8«ftFlt-lb YMm 
!S«:cD«-T^yi»Saa){Stg^o^T, MiB^ fib hVEGF§g*Flt-lv»>X 

^y^p-t ;i/fif*cD ffi s -r £ tes M v * m £ ti s r ^ y nax^ © asc * * ff 

5£i:K:<fc!K fib hVEGFgSfltflt-lt h^CDR ^ttfi^b hVEGFSSW 

lt-it^-rsje^sttftas-essciiis^bT^So 
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§cDNA©ii 

EGFgSffcFlt-lt: b^CDR »ttRtt<0H«fc^TH\ t h VEGFgitfmt-1 

y^S^ft'-eS^S (82>[uCD£Ol^ 5 84ttc?)-bU^ 95tfLCD^n:>>) 
©tt«tf«ft:*fi'tf*ai:#it6ixS©-es KMl750t^m^ns*fjSSS (82 

^^KEWft^— l«r«cDNA*PCR»ftfflV^TWT©J:atbr*l§Rb*;o' 

^J#^68-73<0«atK5!lft*-ra6*©'&fiEDNA (^y^^f- ■ r^ni; 
— #80 ^/H^TPCRSfclck t)SKj0.39kbCOMroI-ApaI»fM'^[aiRbfc 0 

paI-MroISTJt£[HUKU ±SB7f»?>*ifcPCRiifi»TM'&a«gbx tf^tifcffl^x. 

KDNA ««ftffl^-C*J»«DH5att &JfcBMEifcbfco 
10ffl(3DJBK«»^»aJ:t)€r^^^ FtMU (4) tcfB 

5cDNA**tf^37Ht-^bfc^X ^ FphIM1750HV3£f#fc o 

phKM1750HV3t^*nseit: h VEGFg§*Flt-l t h ^CDR»ffiifi#<DVH (K 
T, 1750HV3h*H3T^) <Z)*KEMfcEai**7«3 &XfT $ J SeE^JftE^J* 
^ll^bfe* 

( 2 ) F R © r * V « ft b fc 3t *S! fc h SCDR#«1?WM> VL*3-Ft5 

Kb hVEGFSS#Flt-l^^^^y ^D— ^;Vta^KM1750^lfi*^5tnlb: hV 
EGF§^*Flt-lt h^CDR^fflK*CDL«(CO^T(^ t hVEGFg^#Flt-l 

hcDj^^^^r«s^Siys^fcbTv^st*^^ns±i3i-^bfc6o© 
7>yfiS®^4M (I7tt©r^^^*>«s i8^cor;i/^-=:>, 69# 

07^^7^>1^ 70ffi©7^-;pr^->) (OffiB*«KM1750LV0(I)C*5V^T 

-*S^b£T 3. ^BEMS^- K-r§cDNA&PCRffiSffll^"CSJ^T©^-5 t-b 
TUfilbfc. 

EW#^753^680<Z)tt*EWft*-ra6*a)^fiSDNA (^^-•t^p 
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E?0*3— ScDNA^tf^X^ KphKM1750LV4*»fe o phKM1750LV4^^ 
^n^tnlb hVEGFSS<Wlt-lt FliCDR»ttK#©VL (1U>\ 1750LV4£:ilHa-f 

##^yi(D4 (3) T*f# ^nfctfit: hVEGF»5#Flt-lfc h^CDR^tttfafcCD 
Vfl^^-F-TScDNA^tpr^^^; KphKM1750HV3, phKM1750LV4, £J;T>\ 
###"J 1©3 (l)s ( 2 ) T?f# *>nfc 7^ * * KphKM1750HV(k phKM1750LV0 
(I), phKM1750LV0(IV)£ffl^T, F R<D7 $ J »*Efc«bfcaSC*Stat: h VEGF 
ggfltflt-lt ^fflOTlH^ttiS*®**^^*— fcov^Tttx ##0>J 1 CD 3 (3) 
CSb3fc*iStH*©Sjeftffv^ S39EU SS40BU «41ia«J:VIB42Dg^9 
UfcBt^fctt hVEGFSS«:Flt-lt hSCDE»*lSTt*<Z)»a^^ ^-pKANTEXl 
750HV3LV0(Ik pKANTEX1750HV3LV0( IVk pKANTEX1750HV0LV4, pKANTEX1750HV3 
LV4ft»fco 

KM1750v^Hflk KM1750HV0. KM1750HV3CDT ^ J !BE#Jft»47IBfcjSUfco 
KM1750v^XL$Jk KM1750LV0OK KM1750LV( IV), KM1750LV4£)T * y KIJ#]£ 

Km*^*^ KpHKM1750HV0 §Wt S*fl§HDH5a/pHKM1750HV(k Km* ^ 
KpHKM1750HV3 £^T£*ii§MDH5a/pHKM1750HV3 N Km*^** Hp 
HKM1750LV0(I)^^-T§A^iMXLl-Blue/pHKM1750LV0(I), Km*^** KpH 
KM1750LV0(IV) £^-T § *J3§ffiXLl-Blue/pHKM1750LV0( IV). Km* ^ X ^ Kp 
HKM1750LV4 **fr^^KHDH5a/pHKM1750LV4Ji N ^fl^flFERM BP-6719. FE 
RM BP-6720, FERM BP-6716, FERM BP-6717, FERM BP-6718^ bt, ¥/Sll*£5 
^12Bfd-»TfX*ft«IS4#X*XjRfiailfW!Wf (BfflSllo < a** 1 

5 . trit: hVEGFgSfWlt-1 1 h ^CDR»*St«:©»3B fiM4iFfiffi 

(1) pKANTEX1750HV0LV0(lK pKANTEX1750HV0LV0( IV), pKANTEX1750HV3LV0 
( I k pKANTEX1750HV3LV0( IV). pKANTEX1750HV0LV4*5 X rJ c pKANTEX1750HV3LV4S 
ffl^fctfLh hVEGF»*iWlt-lt FSCDR^tttftftCD^y h ^ ^n- v-YB2/0*IB 
IB (ATCC CRL1581) X(D%M 
YB2/0<fflB^scOffit hVEGFSStfFlt-l h h MIDR^tttfift^SI^ * — pKAN 
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TEX1750HV0LV0(I), pKANTEX1750HV0LV0( IV), pKANTEX1750HV3LV0( I). pKANTEX 
1750HV3LV0( IV), pKANTEX1750HV0LV4^J:^pKANTEX1750HV3LV4(7)^Ai^##W 
1C0 1 (1) hvtfU—>3>m [Cytotechnology, 3, 133 (1 

990)] tztfTofec 

#^0! 1 (D 4 XI ( 3 ) trff e>tlfepKANTEX1750HV0LV0( I ), pKANTEX1750HV0LV 
0(IV), pKANTEX1750HV3LV0(I), pKANTEX1750HV3LV0( IV), pKANTEX1750HV0LV4 
^^^pKMTEX1750HV3LV4cD^n^fl5//g^4xl0 6 ffl(7)YB2/0 MM^Xfe, 40 
mlcDRPMI1640-FCS (10) tgtfe [^teMlfii^(FCS) £10^&RPMI1640i£t|ti (B7_k 

tZOO/zl/^x^-To^ttLfco 5%C0 2 ^>*^~#-ftT37°C, 24l«n«* 
#U G418 (^3*±®0 *0.5i^/ml^^SJ;ot:»SnbT^^^l-'2jaraiS* 
b fc o G418 IBtS *^ 1" SJKKKtfttft© =r n uPttiS U * 3 > V > h t & 
ofc«>x;i/J:5«f*±i»ftli|JRU ±»+6Dtn; b hVEGFftSftflt-1 t h^CD 
H»K*©iStt*#»« 1©2S(3) <t 0 bfeo 

*6*±» + fcK;fc hVEGF3S*tflt-l b h^CDR^ffiiri*0D?St4^tf)^tl 
jHfcfffetSltfct-o^T^ JSfc hV 

EGF§§frFlt-lb hS!CDR»*K»**a^S^Htel!l*IO!a«k Ufco «H^i^ 

— pKANTEX1750HV0LV0( I ), pKANTEX1750HV0LV0( IV), pKANTEX1750HV3LV0( I), 
pKANTEX1750HV3LV0( IV), pKANTEX1750HV0LV4, pKANTEX1750HV3LV4^^n^tL# 

Abt#^nfcMgItl -r«c*)%x fict hVEGFS^Fit-i^ey 

^«M1750S*t9j?ib hVEGFSS«Flt-lh h^CDR^«K*^^jSt"^BHte 
««©^JhbT(^hbT{i^tl^nKM8550, KM8551, KM8552, KM8553, KM8554, 
KM8555#fctf £>n, ^tLtf^jg-rSjat bVEGFggtffcFlt-1 b h^CDR^Htn;* 
Sr^n^tlKM8550, KM8551, KM8552, KM8553, KM8554, KM8555 fcifr£ bfco f# 
6nfc«»KlElMIII«I^D — h?EGF»B«lt-lfc hMCDRgMtift*© 
^affifctJBO.l-l/zg/MlTfftofco 

(2) Jftt bVEGF§:^*Flt-l b hSCDR^*in:#CDS*±»*e>(Z)»SS 
##0>J 1 © 5 ( 1 ) T-ff^tlfetab hVEGF§i?f*;Flt-lb b M CDR|£telft*£ 
ft|*KM8550, KM8551, KM8552, KM8553, KM8554, KM8555£0. 5mg/ml G418£^tr 
GITi^tt (H*K3Ka») ^l-2xl0«/ml t«fc* CMU 175cm 2 y^ 

(if^Jj—ftM) £200ml<rotf5*£#&bfc o 5%C0 2 -f 
rt-e37°C, 5— 7HH*«U 3 >7;i/3i> h fc3ftoftRp^-C««f#±j«jBl.l 
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£3fc*U 10ml6DW;i/>-0.15M NaCl (pH8.6) ftfflt^Tlml/»coatiS"e* 
7A£«fc#bfco ±IB©«t-5t-iaaSUfctfLb hVEGFS^*Flt-l b hM 

CDR^*ltn;«:^*ttKM8550, KM8551, KM8552, KM8553, KM8554, KM8555*^tP^ 
m±m^n^tiZ.3U 2.5L N 1.9L n 2.4L. 1.1U 2L*70Bl/RfOaEa7?^D-b*y 
fc^AfcijIJSLjfco ^fefclOmlCDlM^y :>>-0.15M NaCl (pH8.6) *fli^ 
rial/^©aEJ*TfJ5l£»Ufcas pH6, pH5, pH46D50mM^3:>iKJiaaS*S-4ml^® 
Pg&^a^U 50niM£:E.>B£jS«« (pH3.0) £7mlMiSLTb h^CDR^Mta* 
^fflbfe. ffifc hVEGFS**Flt-lt h^CDR^ttt/L«M8550, KM 

8551, KM8552s KM8553, KM8554, KM8555#*ft^ftl.ling N l.Smg, L6mg. 2.2 
mg. 1.3mg. 1.6ngW6*ifc 0 

»Kbfcln;b hVEGFS*«Flt-l b h^CDR|£*KffcKM8550, KM8551, KM855 

2, KM8553, KM8554. KM8555&. 1 CD2Jg (3) fC^ bfeSDS-PAGES^jg 

«f bfeo a^cttf^aTcSfeffT-eu-vafc d it 2 //g 

©ftb NVEGFg^Flt-l b h^CDR^ffitrL#KM8550, KM855K KM8552, KM855 

3, KM8554, KM8555, ##« 1 ©2ffl (4) f^bfettt h VEGFft*«Flt-l b h 

^tnlft:KM2550^J:O : 3> h P— ;bb h^CDR^«Jaft t UT b HgGi^ 
>f^ tfV^Utf-S/ KGM2£M«U b hVEGFaSflcFlt-lKlttSiSBl/fttMM 
8969 (#18^10-257893) £*ft J ?ft*i&U iJ7>F7;b-i: 
T^feb/ro *©ie**J643Hfc5*Lfco b hSm#tttt«M8550, KM855K 
KM8552. KM8553, KM8554, KM8555Bu ^aTcafeffFTftt^f »*9150* D Y 

^ s W25*n*Ol/h>fc:L ®<Z>^> K**Ba&&ftfca i©ttStt N IgG M^Jtl 

n^^S150 *DWl/h>©fl^fcbt#ftt5;:tl:-aU b h^CDR 
»*in;fHM8550^ KM8551, KM8552, KM8553, KM8554, KMB555l±]EUl^«HBC0tni 

(3) tab hVEGF^g#Flt-lb hSCDR^ffi^r^ ^SifltCDb hVEGFgSWl 
t-l(3*f^S*S^r£t4 

llSt bVEGFg^ffcFlt-lb h^CDR^*tfci:#:KM8550, KM8551, KM8552, KM 
8553, KM8554, KM8555*ctWAb h VEGF^g#Flt-lb bM** ^Jft#:KM2550 
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©b h VEeF»*«Flt-lfc»-r*IS^Stt*#«« 1 ©2Jf ( 5 ) ©¥JKfc«l^ 
fitigbfec 

71/- h 5313- h TSFlt-1 7Nfcfc 2 /zg/Bl£B5£U 

*CD3B*ft*44Elt3S"rolSt hVEGFSS*Flt-lt h ^CDR^ttB*KM8550, 
KM855K KM8552, KM8553, KM8554, KM8555i3J;t«fcfc hVEGFg§ft:Flt-l b h 

M**?mw2m&mtmmte&mi£t hVEGFS^Fit-i mz^Lt^o 

jSb hVEGFggWlt-l b h^CDRSttSi#:KM8550 s KM855K KM8552, K 
M8553, KM8554. KM8555*5<tt>mb b VEGFS«*Flt-lb h^*^ ^Ja#:KM2550 

fee 

Jnb hVEGFSS*Flt-l b h ^CDR^ffiKW18550s KM855K KM8552. 
KM8553, KM8554, KM8555*5 J:^trLb h VEGFgSWlt-lfc hM** ^taf£KM255 

^KFlt-l 7Nx Flt-1 3N. Flt-1 2N (W098/22616) , Flt-1 7N.K2 [#%« 
1 ©2(6-5)] . KDR 7N 1 ©2(6-5)] fcfcff SSjSffift»*ftft««ffl 

Sfflt^TtftW-bfeo 96»>3i;i/©EIA ffl7l/- h W^ttb hVEGF^ 

sflcKawacajt^iaKttio/zg/ii (3«*kik$u) t-> tftftaeo: 5 /zs/mi 

^©*£J&&|g450fc^oiri;fc bVEGF£8f#Flt-lfc h MCDR^ttinffcKM855(k 
KM8551 N KM8552, KM8553, KM8554. KM855545 .klKfiifc hVEGFSSfrFlt-lh hm 
*^^tSfl^550tt^TH*<Z)SjKWaeft*U Flt-1 7N S Flt-1 3N, Flt- 
1 HifcKJSU Flt-1 7N.K2, KDR 7Nfctt^:<K*bftfrofco BH£n> hn- 
;i^#^&£#CGM2b h^CDR^fflJrb^KM8969 10-25 7893) HtV^-fiXOnJ 

b hSCDBSMBIAKttb hSi** 7gtffKM2550CD«fr SiB^SjittftfitfS It 

&fc: N ftt hVE6Fg«<ttlt-l b b^CDR^«tn;#:KM8550. KM855K KM8552. 
KM8553. KM8554. KM8555:j3«fcI«n;fc hVEGFgigtitflt-lb hM** ^Jftf«M255 
OCiSh h VEGF £: b b VEGFSSftFlt-l©*g^ffi««ttft#%« 1 <D2m ( 5 ) 
fclB«bfc*ttfcfl6t^«Wbfc. »Jn-rSta<*:«fttt0.0048-15/zg/al (5fg# 
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tL>fzo *<Dffim&m4&m£i7jk1r 0 H46H(-^bfeJ;o(3trLt: hVEGF 
SSffFlt-lb b^CDR^ffi^<f£KM8550, KM8551, KM8552^ KM8553, KM8554, KM 
8555*J:tFtft;t: h VEGFgS#Flt-l t h^^r^ ^Jft<WM2550«±lft«:«ft«c?¥W 
fcb hVEGFhb hVEGFSS#Flt-lO<e^*lfl*bfco fot, *SPJiT- 

fl£:&bfc6«cDb hMCDR#«$Ti*(it hffl*^^JB«EM2550(Z>*"rsVEGF-Flt 

3c 
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1. b hVEOP**<»lt-lC»bT*i#Stt**^*«ll**»J«»t Ut 

2. b hVEOT««<Wlt-lfc»bT(SAStt**-r*lh«#s thVEGFgS 

3. b hVKGFSSfWlt-lfcW'rStn;*^ # «J ^ n— fctt^E^ 

5. K—vtfjg^-ratS*^ KM1730, KM1731, KM1732, KM1748 

43 j; otmi75o^ & £p j: t) aurnajftit-e* 4 ib*©is^c 

7. b hS!*;*^tfcfM* KM2532SfcttKM2550^*SiB3cJB6gattc?)iS^o 

8. b bfflffla«tft*a«Si*tfs KM8550, KM8551, KM8552, KM8553, KM8 
55443 J;OTM8555£> & ft 0 fc Sat;&9 6 fB«&CDlSlg 0 

9. JaWrit^s Fab, Fab\ F(ab' ) 2 , -^jBfiWfc. ^X;i/7-f FS^&fbFv 

If^JB4 8B«^IS^o - 

ate-?x^flg t: nkd £ te fiw*t? ft a if mn 2 - 9 1 > mfriaciaaoK 

11. b ^VEGFSSftf lt-lfc»bT«S'&»tt**-r5*KftfflV^T> jgJfo3* 

12. b hVEGFSSfWlt-l^»bT«^iStt*«'r5««^ t hVEGF*B 

#Fit-ifc»-r*ts#-e**i!*ai liaiso^ffio 

13. b hVEGF««#Flt-lt:»-raa#^ ^HftffSfctt^y 

14. ^n— ^;i/iSflEjb^ a^^'J H-Y^g4t§|Sft:^J:^t bft 

15. /W:7'J K— vtfSi^-rSJft*^ KM1730. KM1731, KM1732. KM1748 
*«tWM1750*6-ft**i 0«tth4trl#-r**ai*SB 1 4 8B»©*ffio 
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17. t h5!**^JKft:#* KM2532*fcttKM2550*r-*S»*ra 1 6fBig©# 

18. t Mafflffi'tt^ffiSfittn;*^ KM8550 S KM855K KM8552. KM8553, KM 

19. fctttBrtf-a*, Fab, Fab\ F(ab' ) 2 , KSfjeflsF 

20. tfitfM* StlfttBMftTC*^ «e«SEfctt«fl^©«Wtfl3*fl9Sfctt 
3lf5?x^^fcH*^^-H-fetn;#:T-fe€»»5f<lll 2~1 9 cD^-fixfr 1 ££ffitt 

21. t hVEGFS*<Wlt-lC?* UT*e^ffitt*^-r5«lH**«;*«-i: UT 

23. fc hVEGFgg<mt-lfc»UT*&Stt&*-r3«H<^ t hVEGFS:S 
ttFlt-lCft-f Stfi^tf&S^JEH 2 1 fS®O^HJT* 0 

24. t hmrg:®mit-i£.M?%mk&, ^^p-t^ife^^ 

25. ?yfo-tMftft^ A^7U F-v#fi£-rstftfM3<fctJ e t Mb 

26. ;W:/'J H -Y^St T £ fcvffc#\ KM1730, KM173L KM1732. KM1748 
* <t OTM1750fr 6 & § # «t t> * tf ft £ SWfr-C & 3 St#JB 2 5 3B8 0»BrXo 

27. b hfcswtap, t ^sw** ctvt hmmm&&&ffii&mm 

28. b hSi**^4iWM* KM2532SfcttKM2550T**^S»*Ja2 7fBS&£>i£ 
RX. 

29. b hffiffl«ffiftffi*«»1ittaft#s KM8550, KM855U KM8552, KM8553, 
DB654& J: VKMB555«> 6 ft *»«t 9 **ft SSlttT?* Sit *B 2 7 H3«<£f» 

Mo 
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30. tfmiSiK&s Fab, Fab\ F(ab 5 ) 2 . y^7^f Fft^flSF 

31. i/W*^ ttMSnffiTcjR^ *aft*fctt«4^F©Jt«li:fti*W*ftH: 
*fi^x*«fc||^d*fc»M*:T*a»*«2 3-3 QtD^'TtitumZ.VBm 

32. t hVE6F*«Wlt-lC»bTlS^ttft*r*«JlC*#»«»l: b*T 

34. t hVEGFg«<»lt-lfc»br|g^tt**"r«WSI*«t: bVEGFg^fr 
Flt-lfcUtf-T SK*^* 4»*B 3 2 Gft®&Wf;&3ca 

35. t hUW^mmit-Uztt'f&iAfa^ *U^D— ^tftf*:* fettle y 

36. ^y^p^;i/fitt^ /W^U K-v^t^ftft^^^b Mb 

tftfts ^feii^n^©^wit^^s^nss«:7?&s**ia3 5mm<D&m 

37. >>W K— vtf^-TStSft:^ KM1730. KM1731, KM1732, KM1748 

39. fc hffi**^iftfM^ KM2532S &ttKM2550l?ft S«f*S3 8fa«£)g£ 

40. t h'MffiMffi^^fM^#1ttn;*^s KM8550. KM855K KM8552, KM8553. 

41. timmfrlfi. Fab. Fab\ F(ab' y*fl>:74 C^^-fbF 
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43. t hVE6FssttFit-ift^-ra«*ea*ffiS-rs««ft«»rti«-kb 

44. b hVE6FSS<Wlt-l*^-ra««ea*BES-r*«Ht**VEGFOFlt-l 
ft«»^©tt^*iaS-rS«lJt, *fettFlt-15^fl*&©**e»&IHS-r3 

45. VEGF(7)Flt-lS^:#;'NCO^-a-^|5a*-rStl!HA i \ b hVEGFSg-^Flt-l 

fc#r*jafc-c*3ai*K4 4 • T^D^y— s?«oaEeia»«i. 

46. t hVEGFS^i*Flt-lfc:*f-r Sinrffc*^ * 'J * p— ±;Hfitt* fettle ^ 

47. b hVEGFS^Flt-KcM-r^^^^D— K— v 

48. A-f ^'J K— vASS^-TSirCft:* 5 , KM1732, KM1748*5J;OTM1750* 6 

M&nzvm-cib zm&m 4 7 tarn®*** -?^7 r-s?oabaH*«i. 

50. b hS^^tfiflytf^ KM2532*fc{±KM2550-e&5lf^JS4 9fB«©# 

51. b Myffiffitt^^M^fttn;** 5 . KM8550. KM855K KM8552, KM8553. 
KM855443 iOTI8555*> e. & S^<t t> StftiSJnft:-??* SIbSRII 4 9 IBffiffi# 

52. trtfr»fM-A>\ Fak Fab\ F(ab' ) 2 . -*tiSt*. i?^;i/7-f K^S&fbF 

iie?x^fltjfc»^**fcjfi;ft-e**as*B4 5-5 2o^rna»i*ctB« 

54. b hVEGFS^Flt-lS^TStSffieSSISSf -S^H^W^fiE^i: b 

55. ■ ^ D 7 il^Mjia®JfiE, 

MMfts s ft ttzmmm-c $> z mmm 5 4 gatto&jttx. 
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56. t hVEGFSS*Flt-l*^rS««feS*iaS'rs«/K* J VEGFCDFlt-l 

sts*^so3ie^ft[HS-rs«m N sfcttFit-issfsfrfecottHBeasKsrs 

MfC* S ft *B 5 5 IB«<Z)fe*fto 

57. VEGFCDFlt-ia«#^©IS^*|H*-ra«f*t^ t hVEGFg^Flt-1 
fc»*Sift*T*Sft#H5 6SB«<&?S*aS<, 

58. h hVEGFS«Wlt-lfc»*"£t^#, ^ U ^ n-^l/StftSfcli^y 
^p— ^;Ha*tf*Sft*B5 7HB«0^**o 

59. t hVEGFSSftJlt-lCc^-rs^y Pa^J-frffifcifis 'W^U p— V 

60. ;W:/U K— v#^£T**W«^ KM1732, KM1 748*5 J;OTM1750fr 6 
»tf ft£tntf*-C» SftSBB 5 9 t3»CD?&«3go 

61. tUbSifttf, t hS+^^tftftiiVt HffiittftSfi«»lfi 
**?>jl«nStn;tt:T?**»«]15 9flBftCDjg«fto 

62. t hffl*^^tS»^ KM2532SfcH:KM2550T?»aft*a6 1 fE*<£>}& 

63. t hMmm&&fcffiW»V8ii£&> KM8550, KM8551, KM8552, KM8553, 
KM8554* <fcOTM8555fr X DlKtiStSftTft 5ft#E 6 1 8B*G>?S* 

Mo 

64. Fab, Fab\ F(ab' ) 2 , -*fttt#, y*/b:7 4 FSMfrfbF 

*a 5 9 i3«©je*fto 
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SEQUENCE LISTING 
<110> KYOWA HAKKO KOGYO CO., LTD 

<120> Diagnostic and' therapeutic agents for the diseases related monocyte 
s and macrophages 

<130> 11214W01 

<140> 
<141> 

<150> Hll-171709 
<151> 1999-06-17 

<160> 92 

<170> Patentln Ver. 2.0 

<210> 1 
<211> 415 
<212> DNA 

<213> Mus musculus 

<220> 
<223> 

<220> 

<221> CDS 

<222> (1). . (414) 

<400> 1 



atg gaa 


tgg aac 


tgg gtc 


gtt 


etc ttc 


etc ctg tea tta act 


gca 


ggt 


48 


Met Glu 


Trp Asn 


Trp Val 


Val 


Leu Phe 


Leu Leu Ser Leu Thr 


Ala 


Gly 




-19 




-15 






-10 


-5 






gtc tat 


gcc cag 


ggt cag 


atg 


cag cag 


tct gga get gag ctg 


gtg 


aag 


96 


Val Tyr 


Ala Gin 


Gly Gin 


Met 


Gin Gin 


Ser Gly Ala Glu Leu 


Val 


Lys 






-1 1 






5 


10 








cct ggg; 


get tea 


gtg aag 


ctg 


tec tgc 


aag cct tct ggc ttc 


acc 


ttc 


144 


Pro Gly 


Ala Ser 


Val Lys 


Leu 


Ser Cys 


Lys Pro Ser Gly Phe 


Thr 


Phe 




15 






20 




25 








agt agt 


aac tat 


ata agt 


tgg 


ttg aag 


cag aag cct gga cag 


agt 


ctt 


192 


Ser Ser 


Asn Tyr 


He Ser 


Trp 


Leu Lys 


Gin Lys Pro Gly Gin 


Ser 


Leu 




30 




35 






40 




45 
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gag 


tgg 


att 


get 


tgg 


att 


tat 


get 


gga 


act 


ggt 


gat 


gcc 


age 


tat 


aat 


240 


Gin 

u 1 U 


Trn 
up 


Tie 


Ala 


Tm 
50 


He 


Tvr 

Lj l 


Ala 


Glv 


Thr 

55 


Glv 


Asp 


Ala 


Ser 


Tvr 
60 


Asn 




cag 


aag 


ttc 


aca 


gCC 


aag 


gcc 


cac 


gtg 


act 


gta 


gac 


aca 


tec 


tec 


age 


288 


Gin 

u 111 


T.vc 

Lij O 


i lie 


Thr 
65 


Ala 

Aid 


Lij O 


Ala 

Aid 


His 


Val 

v ai 

70 


Thr 
i in 


Val 


Asp 


Thr 


Ser 
75 


Ser 


Ser 




aca 


gcc 


tac 


atg 


cag 


ttg 


agt 


age 


ctg 


aca 


act 


gag 


gac 


tct 


gcc 


ate 


336 


Thr 


Ala 


Tvr 
iyi 

80 


Met 


Gin 


Leu 


Ser 


Ser 
85 


Leu 


Thr 


Thr 


Glu 


Asp 
90 


Ser 


Ala 


He 




tat 

I/O. 1. 




t?t 






par 


creror 








tac 




ttt 




tac 


tgg 


384 


iyr 


iyr 
95 




Ala 


Arg 


Hi q 
nib 


fll V 
100 


Glv 
uiy 


Asp 


uiy 


Tvr 

iyi 


Trn 
lip 

105 


Php 
nic 


Ala 

Aid. 


Tvr 

iyi 


Trp 




ggc 


caa 


ggg 


act 


ctg 


gtc 


act 


gtc 


tct 


gca 


g 
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Gly 


Gin 


Gly 


Thr 


Leu 


Val 


Thr 


Val 


Ser 


Ala 
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119 

















<210> 2 

<211> 385 

<212> DNA 

<213> Mus musculus 

<220> 
<223> 

<220> 
<221> CDS 
<222> (1). .(384) 



<400> 2 



atg 


gat 


ttt 


caa 


gtg 


cag 


att 


ttc 


age 


ttc 


ctg 


eta 


ate 


agt 


gcc 


tea 


48 


Met 


Asp 


Phe 


Gin 


Val 


Gin 


He 


Phe 


Ser 


Phe 


Leu 


Leu 


He 


Ser 


Ala 


Ser 
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-20 










-15 










-10 










gtc 


ata 


ata 


tec 


aga 


gga 


caa 


ctt 


gtt 


etc 


acc 


cag 


tct 


cca 


gca 


ate 


96 


Val 


He 


He 


Ser 


Arg 


Gly 


Gin 


Leu 


Val 


Leu 


Thr 


Gin 


Ser 


Pro 


Ala 


lie 






-5 








-1 


1 








5 










10 




atg 


tct 


gca 


tct 


caa 


ggg 


gag 


aag 


gtc 


acc 


atg 


acc 


tgc 


agt 


gcc 


age 


144 


Met 


Ser 


Ala 


Ser 


Gin 


Gly 


Glu 


Lys 


Val 


Thr 


Met 


Thr 


Cys 


Ser 


Ala 


Ser 












15 










20 










25 






tea 


agt 


gtc 


agt 


tac 


atg 


cac 


tgg 


tac 


cag 


cag 


aag 


tea 


ggc 


acc 


tec 


192 


Ser 


Ser 


Val 


Ser 


Tyr 


Met 


His 


Trp 


Tyr 


Gin 


Gin 


Lys 


Ser 


Gly 


Thr 


Ser 










30 










35 










40 








ccc 


aaa 


aga 


tgg 


att 


tat 


gac 


aca 


tec 


aaa 


ctg 


cct 


tct 


ggt 


gtc 


cct 


240 


Pro 


Lys 


Arg 


Trp 


He 


Tyr 


Asp 


Thr 


Ser 


Lys 


Leu 


Pro 


Ser 


Gly 


Val 


Pro 
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get cgc ttc agt ggc agt ggg tct ggg acc tct tac tct etc aca ate 288 
Ala Arg Phe Ser Gly Ser Gly Ser Gly Thr Ser Tyr Ser Leu Thr lie 

60 65 70 

age age atg gag get gaa gat get gee act tat tat tgc cag cag tgg 336 
Ser Ser Met Glu Ala Glu Asp Ala Ala Thr Tyr Tyr Cys Gin Gin Trp 
75 80 85 90 

agt agt aac cca ccc acg ttc ggt get ggg acc aag ctg gaa ctg aaa 384 
Ser Ser Asn Pro Pro Thr Phe Gly Ala Gly Thr Lys Leu Glu Leu Lys 
95 100 105 106 

c 385 



<210> 3 
<211> 409 
<212> DNA 
<213> Mus musculus 



<220> 
<223> 



<220> 
<221> CDS 
<222> (1)..(408) 



<400> 3 












atg 


gga 


ttc 


age 


agg ate ttt etc ttc etc ctg 


tea gtg act aca ggt 


48 


Met 


Gly 


Phe 


Ser 


Arg He Phe Leu Phe Leu Leu 


Ser Val Thr Thr Gly 
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gtc 
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tec 


cag 
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96 


Val 
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Ser 


Gin 


Ala Phe Leu Gin Gin Ser Gly 


Ala Glu Leu Val Arg 
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1 


5 
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cct 


ggg 


gec 


tea 


gtg aag atg tec tgc aag get 
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Ser 
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20 


25 
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aat 


tac 


aat 


atg cac tgg gta aag cag aca 


cct aga cag ggc ctg 
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He 


Asn 


Tyr 


Asn 


Met His Trp Val Lys Gin Thr 


Pro Arg Gin Gly Leu 




30 








35 40 


45 




gaa 


tgg 


att 


gga 


get att ttt cca gga aat ggt 


ttt act tec tac aat 


240 


Glu 


Trp 


He 


Gly 


Ala He Phe Pro Gly Asn Gly 


Phe Thr Ser Tyr Asn 












50 55 


60 




cag 


aag 


ttc 


aag 


ggc aag gec aca ctg act gta 


gac aaa tec tec age 


288 


Gin 


Lys 


Phe 


Lys 


Gly Lys Ala Thr Leu Thr Val 


Asp Lys Ser Ser Ser 










65 


70 


75 
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gtc 


tac 


atg 


cag etc cgc age ctg aca tct 


gaa gac tct gcg gtc 


336 


Thr 


Val 


Tyr 


Met 


Gin Leu Arg Ser Leu Thr Ser 


Glu Asp Ser Ala Val 
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<210> 4 

<211> 379 

<212> DNA 

<213> Mus musculus 

<220> 
<223> 

<220> 
<221> CDS 
- <222> (1)..(378) 

<400> 4 
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gat 


ttt 
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gtg 
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att 


ttc 
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gee 


tea 48 
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He 
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Ser 


Arg 


Gly 
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He 
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Ser 
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He 
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10 


atg 


tct 
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tct 
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ggg 
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25 
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atg 


cac 
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55 
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Trp 
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95 100 104 

<210> 5 
<211> 5 
<212> PRT 

<213> Mus musculus 

<220> 
<223> 

<400> 5 

Ser Asn Tyr lie Ser 
1 5 

<210> 6 
<211> 17 
<212> PRT 

<213> Mus musculus 

<220> 
<223> 

<400> 6 

Trp He Tyr Ala Gly Thr Gly Asp Ala Ser Tyr Asn Gin Lys Phe Thr 

15 10 15 

Ala 
17 

<210> 7 

<211> 10 

<212> PRT 

<213> Mus musculus 

x220> 
<223> 

<400> 7 

His Gly Gly Asp Gly Tyr Trp Phe Ala Tyr 
1 5 10 

<210> 8 

<211> 10 

<212> PRT 

<213> Mus musculus 
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<220> 

<223> 
<400> 8 

Ser Ala Ser Ser Ser Val Ser Tyr Met His 
1 5 10 

<210> 9 
<211> 7 
<212> PRT 

<213> Mus musculus 

<220> 
<223> 

<400> 9 

Asp Thr Ser Lys Leu Pro Ser 
1 5 7 

<210> 10 
<211> 9 
<212> PRT 

<213> Mus musculus 

<220> 
<223> 

<400> 10 

Gin Gin Trp Ser Ser Asn Pro Pro Thr 

1 5 9 

<210> 11 
<211> 5 
<212> PRT 

<213> Mus musculus 

<220> 
<223> 

<400> 11 

Asn Tyr Asn Met His 
1 5 
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<210> 12 

<211> 17 

<212> PRT 

<213> Mus musculus 

<220> 
<223> 

<400> 12 

Ala He Phe Pro Gly Asn Gly Phe Thr Ser Tyr Asn Gin Lys Phe Lys 



1 


5 


Gly 




17 




<210> 


13 


<211> 


8 


<212> 


PRT 


<213> 


Mus musculus 


<220> 




<223> 




<400> 


13 



Asp Gly Asp Tyr Tyr Phe Asp Tyr 
1 5 8 

<210> 14 

<211> 10 

<212> PRT 

<213> Mus musculus 

<220> 
<223> 

<400> 14 

Ser Ala Ser Ser Ser Val Ser Tyr Met His 
1 5 10 

<210> 15 

<211> 7 

<212> PRT 

<213> Mus musculus 

<220> 
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<223> 
<400> 15 

Arg Thr Ser Asn Leu Ala Ser 
1 5 7 

<210> 16 
<211> 7 
<212> PRT 

<213> Mus musculus 

<220> 
<223> 

<400> 16 

His Gin Trp Ser Met Tyr Thr 
1 5 7 

<210> 17 
<211> 45 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 17 

gccaagggac tctggtcact gtctctgcag cctccaccaa gggcc 45 

<210> 18 
<2il> 41 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 18 

cttggtggag gctgcagaga cagtgaccag agtcccttgg c 41 

<210> 19 
<211> 69 
<212> DNA 

<213> Artificial Sequence 
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<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 19 

cttattattg ccagcagtgg agtagtaacc cacccacgtt cggtgctggg accaagctgg 60 
aactgaaac 69 

<210> 20 
<211> 74 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 20 

gtacgtttca gttccagctt ggtcccagca ccgaacgtgg gtgggttact actccactgc 60 
tggcaataat aagt 74 

<210> 21 
<211> 19 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 21 

tcagcctcca ccaagggcc 19 

<210> 22 
<211> 11 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 22 

cttggtggag g , 11 

<210> 22 
<211> 33 
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<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 



<400> 23 

cgttcggagg ggggaccaag ctggaaataa aac 

<210> 24 
<211> 35 
<212> DNA 

<213> Artificial Sequence 



33 



<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 24 

gtacgtttta tttccagctt ggtcccccct ccgaa 35 

<210> 25 
<211> 94 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 25 

caggaaacag ctatgacgcg gccgccacca tggaatggaa ctgggtcgtt ctcttcctcc 60 
tgtcattaac tgcaggtgtc tatgcccagg tgca 94 

<210> 26 
<211> 95 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 26 

gtgtatccag aagccttgca ggagaccttc actgaggcgc caggcttctt cacctcagcc 60 
ccagactgca ccagctgcac ctgggcatag acacc 95 
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<210> 27. 
<211> 94 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 27 

tgcaaggctt ctggatacac cttcagcagt aactatataa gttgggtgcg acaggcccct 60 
ggacaagggc ttgagtggat gggatggatt tatg 94 

<210> 28 
<211> 101 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 28 

aggctgtgct cgtggatgtg tcgacggtaa tggtgactct ggctgtgaac ttctgattat 60 
agctggcatc accagttcca gcataaatcc atcccatcca c 101 

<210> 29 
<211> 100 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 29 

cacatccacg agcacagcct acatggagct gagcagcctg agatctgagg acacggccgt 60 
gtattactgt gcgagacacg ggggggacgg ctactggttt 100 

<210> 30 
<211> 93 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
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<400> 30 

gttttcccag tcacgacggg cccttggtgg aggctgagga gacggtgacc agggttccct 60 
ggccccagta agcaaaccag tagccgtccc ccc 93 

<210> 31 
<211> 421 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 

<220> 
<221> CDS 
<222> (1)..(420) 

<400> 31 
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get 


tct 
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tac acc ttc 


144 


Pro 


Gly 
15 


Ala 


Ser 


Val 


Lys 


Val 
20 


Ser 


Cys 


Lys 


Ala 


Ser 
25 


Gly 


Tyr Thr Phe 




age 


agt 


aac 


tat 


ata 


agt 


tgg 


gtg 


cga 


cag 


gec 


cct 


gga 


caa ggg ctt 


192 


Ser 


Ser 
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Tyr 


lie 


Ser 


Trp 


Val 


Arg 


Gin 


Ala 


Pro 


Gly 


Gin Gly Leu 
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att 
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gat 


gec 


age tat aat 


240 


Glu 


Trp 


Met 


Gly 


Trp 
50 


lie 


Tyr 
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Gly 


Thr 

55 


Gly 


Asp 


Ala 


Ser Tyr Asn 
60 
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aag 


ttc 
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gec 


aga 


gtc 


acc 


att 


acc 


gtc 


gac 


aca 


tec acg age 


288 


Gin 


Lys 


Phe 


Thr 
65 


Ala 


Arg 


Val 


Thr 


He 
70 


Thr 


Val 


Asp 


Thr 


Ser Thr Ser 
75 
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gec 


tac 


atg 


gag 


ctg 


age 


age 


ctg 


aga 


tct 


gag 


gac 


acg gec gtg 


336 


Thr 


Ala 


Tyr 
80 


Met 


Glu 


Leu 


Ser 


Ser 
85 


Leu 


Arg 


Ser 


Glu 


Asp 
90 


Thr Ala Val 




tat 


tac 


tgt 


gcg 


aga 


cac 


ggg 


ggg 


gac 


ggc 


tac 


tgg 


ttt 


get tac tgg 


384 


Tyr 


Tyr 
95 


Cys 


Ala 


Arg 


His 


Gly 
100 


Gly 


Asp 


Gly 


Tyr 


Trp 
105 


Phe 


Ala Tyr Trp 




ggc 


cag 


gga 


acc 


ctg 


gtc 


acc 


gtc 


tec 


tea 


g 








415 


Gly 


Gin 


Gly 


Thr 


Leu 


Val 


Thr 


Val 


Ser 


Ser 












110 










115 





















12/36 



WO 00/79275 



PCT/JP00/03957 



<210> 32 
<211> 96 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 32 

caggaaacag ctatgacgcg gccgccacca tgggattcag caggatcttt ctcttcctcc 60 
tgtcagtgac tacaggtgtc cactcccagg tgcagc 96 

<210> 33 
<211> 94 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 33 

ggtgtatcca gaagccttgc aggagacctt cactgaggcc ccaggcttct tcacctcagc 60 
tccggactgc accagctgca cctgggagtg gaca 94 

<210> 34 
<211> 90 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 34 

gcaaggcttc tggatacacc ttcattaatt acaatatgca ctgggtgcga caggcccctg 60 
gacaagggct tgagtggatg ggagctattt 90 

<210> 35 
<211> 90 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
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<400> 35 

tgtgctcgtg gacttgtcga cggtaatggt gactctgccc ttgaacttct gattgtagga 60 
agtaaaacca tttcctggaa aaatagctcc 90 

<210> 36 
<211> 95 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 36 

tcgacaagtc cacgagcaca gcctacatgg agctgagcag cctgagatct gaggacacgg 60 
ccgtgtatta ctgtgcgaga gatggtgact attac 95 

<210> 37 
<211> 96 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 37 

gttttcccag tcacgacggg cccttggtgg aggctgagga gacggtgacc agggttccct 60 
ggccccagta gtcaaagtaa tagtcaccat ctctcg 96 

<210> 38 
<211> 409 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 

<220> 

<221> CDS 

<222> (1)..(408) 

<400> 38 

atg gga ttc age agg ate ttt etc ttc etc ctg tea gtg act aca ggt 48 
Met Gly Phe Ser Arg He Phe Leu Phe Leu Leu Ser Val Thr Thr Gly 
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<210> 39 
<211> 87 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 39 

caggaaacag ctatgacgaa ttccaccatg gattttcaag tgcagatttt cagcttcctg 60 
ctaatcagtg cctcagtcat aatatcc 87 

<210> 40 

<211> 93 

<212> DNA 

<213> Artificial Sequence 
<220> 
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<223> Description of Artificial Sequence: Synthetic DNA 
<400> 40 

aagtgatggt gactctgtct cctacagatg cagacaggga ggatggagac tgggtcatct 60 
ggatatctcc tctggatatt atgactgagg cac 93 

<210> 41 
<211> 85 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 41 

agacagagtc accatcactt gtagtgctag ctcaagtgtc agttacatgc actggtatca 60 
gcagaaacca gggaaagccc ctaag 85 

<210> 42 
<211> 84 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 42 

atccactgcc gctgaacctt gatgggaccc cagaaggcag tttggatgtg tcatagatca 60 
gaagcttagg ggctttccct ggtt 84 

<210> 43 
<211> 94 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 43 

aaggttcagc ggcagtggat ctgggacaga tttcactctc accatcagca gcctgcagcc 60 
tgaagatttt gcaacttatt actgtcagca gtgg 94 

<210> 44 
<211> 91 
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<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 44 

gttttcccag tcacgaccgt acgtttgatc tctaccttgg tcccttggcc gaacgtgggt 60 
gggttactac tccactgctg acagtaataa g 91 

<210> 45 
<211> 385 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 

<220> 
<221> CDS 
<222> (!)..( 384) 

<400> 45 



atg 


gat 


ttt 
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agt agt aac cca ccc acg ttc ggc caa ggg acc aag gta gag ate aaa 384 

Ser Ser Asn Pro Pro Thr Phe Gly Gin Gly Thr Lys Val Glu lie Lys 

95 100 105 106 

c 385 



<210> 46 
<211> 84 
<212> DNA 

<213> Artificial Sequence 



<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 46 

caggaaacag ctatgacgaa ttccaccatg gattttcagg tgcagatttt cagcttcctg 60 
ctaatcagtg cctcagtcat aatg 84 

<210> 47 
<211> 96 
<212> DNA 

<213> Artificial Sequence 



<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 47 

agttgatggt ggccctctcg cccagagaca cagecaggga gtctggagac tgggtcatca 60 
cgatgtctcc tctggacatt atgactgagg cactga 96 



<210> 48 
<211> 85 
<212> DNA 

<213> Artificial Sequence 



<220> 

<223> Description of Artificial Sequence: Synthetic DNA 



<400> 48 

egagagggee accatcaact gcagtgccag ctcgagtgta agttacatgc actggtacca 60 
gcagaaacca ggacagcctc ctaag 85 



<210> 49 
<211> 87 
<212> DNA 
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<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 49 

cagacccgct gccactgaat cggtcaggga ccccagaagc caggttggat gttctgtaaa 60 
tgagcagctt aggaggctgt cctggtt 87 

<210> 50 
<211> 86 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 50 

attcagtggc agcgggtctg ggacagattt cactctcacc atcagcagcc tgcaggctga 60 
agacgtcgca gtttattact gtcatc 86 

<210> 51 
<211> 90 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 51 

gttttcccag tcacgaccgt acgtttgatc tccaccttgg tcccttggcc gaacgtgtac 60 
atactccact gatgacagta ataaactgcg 90 

<210> 52 
<211> 379 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 

<220> 
<221> CDS 
<222> (1)..(378) 
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<210> 53 
<211> 8 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 53 

ctctagag 8 

<210> 54 
<211> 60 
<212> DNA 

<213> Artificial Sequence 
<220> 
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<223> Description, of Artificial Sequence: Synthetic DNA 
<400> 54 

cagtgttctt ggctgtgcaa aaagtggagg catttttcat aatagaaggt gcctacgtag 60 

<210> 55 
<211> 67 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 55 

gatcctacgt aggcaccttc tattatgaaa aatgcctcca cttttgcaca gccaagaaca 60 
ctgcatg 67 

<210> 56 
<211> 18 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 56 

GTATAATGAG CGGCCGCG 18 

<210> 57 
<211> 22 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 57 

gatccgcggc cgctcattat ac 22 

<210> 58 
<211> 56 
<212> DNA 

<213> Artificial Sequence 
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<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 58 

gaaggaaaca gaaggcgcca tctatatatt tattcgaggt accaatacaa tcatag 56 

<210> 59 
<211> 30 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 59 

aaactgactt ggccggcgcc atttatgtct 30 

<210> 60 
<211> 30 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 60 

cataaatcct ataggtacca acgacaacta 30 

<210> 61 
<211> 87 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 61 

caggaaacag ctatgacgaa ttccaccatg gattttcaag tgcagatttt cagcttcctg 60 
ctaatcagtg cctcagtcat aatatcc 87 

<210> 62 
<211> 93 
<212> DNA 

<213> Artificial Sequence 



22/36 



WO 00/79275 



PCT/JP00/03957 



<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 62 

aagtgatggt gactctgtct cctacagatg cagacaggga ggatggagac tgggtcatct 60 
ggatatctcc tctggatatt atgactgagg cac 93 

<210> 63 
<211> 8 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 63 

agacagagtc accatcactt gtagtgccag ctcgagtgta agttacatgc actggtatca 60 
gcagaaacca gggaaagccc ctaag 85 

<210> 64 
<211> 84 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 64 

atccactgcc gctgaacctt gatgggaccc cagaagccag gttggatgtt ctatagatca 60 
gaagcttagg ggctttccct ggtt 84 

<210> 65 
<211> 94 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 65 

aaggttcagc ggcagtggat ctgggacaga tttcactctc accatcagca gcctgcagcc 60 
tgaagatttt gcaacttatt actgtcatca gtgg 94 
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<210> 66 
<211> 85 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 66 

gttttcccag tcacgaccgt acgtttgatc tctaccttgg tcccttggcc gaacgtgtac 60 
atactccact gatgacagta ataag 85 

<210> 67 
<211> 379 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 

<220> 

<221> CDS 

<222> (1). .(378) 

<400> 67 
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Gly Lys Ala 










30 










35 










40 




cct 


aag 


ctt 


ctg 


ate 


tat 


aga 


aca 


tec 


aac 


ctg 


get 


tct 


ggg gtc cca 


240 


Pro 


Lys 


Leu 


Leu 


He 


Tyr 


Arg 


Thr 


Ser 


Asn 


Leu 


Ala 


Ser 


Gly Val Pro 








45 










50 










55 






tea 


agg 


ttc 


age 


ggc 


agt 


gga 


tct 


ggg 


aca 


gat 


ttc 


act 


etc acc ate 


288 


Ser 


Arg 


Phe 


Ser 


Gly 


Ser 


Gly 


Ser 


Gly 


Thr 


Asp 


Phe 


Thr 


Leu Thr He 






60 










35 










70 








age 


age 


ctg 


cag 


cct 


gaa 


gat 


ttt 


gca 


act 


tat 


tac 


tgt 


cat cag tgg 


336 
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Ser Ser Leu Gin Pro Glu Asp Phe Ala Thr Tyr Tyr Cys His Gin Trp 
75 80 85 90 

agt atg tac acg ttc ggc caa ggg acc aag gta gag ate aaa c 379 
Ser Met Tyr Thr Phe Gly Gin Gly Thr Lys Val Glu He Lys 
95 100 104 

<210> 68 
<211> 80 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 68 

caggaaacag ctatgactcc ggagctgagg tgaagaagee tggggectea gtgaaggtct 60 
cctgcaaggc ttctggatac 80 

<210> 69 
<211> 80 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 69 

ccactcaagc ccttgtccag gggcctgtcg cacccagtgc atattgtaat taatgaaggt 60 
gtatccagaa gecttgeagg 80 

<210> 70 
<211> 81 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 70 

ctggacaagg gcttgagtgg atgggagcta tttttccagg aaatggtttt acttcctaca 60 
atcagaagtt caagggcaga g 81 

<210> 71 
<211> 79 
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<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 71 

tctcaggctg cgcagctgca tgtaggctgt gctcgtggac ttgtcgacgg taatggtgac 60 
tctgcccttg aacttctga 79 

<210> 72 
<211> 83 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 72 

tgcagctgcg cagcctgaga tctgaggaca cggccgtgta tttctgtgcg agagatggtg 60 
actattactt tgactactgg ggc 83 

<210> 73 
<211> 81 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 73 

gttttcccag tcacgacggg cccttggtgg aggctgagga gacggtgacc agggttccct 60 
ggccccagta gtcaaagtaa t 81 

<210> 74 
<211> 409 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 

<220> 
<221> CDS 
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<222> (1). .(408) 
<400> 74 



ate* gfera 


ttc 


aerc afrer atr 


ttt 


etc 


ttc 


ptr ptef tea 




act 


aca 




48 


Met Glv 


Phe 


Ser Arff Tie 


Phe 


Leu 


Phe 


Leu Leu Spp 

UvU UV/U 


Val 


Thr 


Thr 


Glv 




-19 




-15 








-10 






-5 






ptp rap 


tec 


pap/ ptp pap* 


p+ p 

V> L/& 


ptp 


pap 


tpp ppa ppt 

i»v.i> 5o Q 0^ " 


pap 


pt p/ 


a^ip* 

CLCL S 


aag 


96 


Val His 


Ser 


Gin Val Gin 

U 111 TU1 U 111 


Leu 


Val 


Gin 


Ser Glv Ala 


Glu 


Val 


Lys 


Lys 






-1 


1 




5 






10 










p p t pp"P 


PPP 


tpa pt^ aap 


ptp 

& UV* 


tec 


tpp 


aap Ppt tpf 
1x1x3 5^ ^ ** ** ** 


ppa 


tac 


acc 


ttc 


144 


Pro Gly 


Ala 


Sf»P Va 1 Lv^ 


Val 


Ser 


Cys 


Lvs Ala Ser 


Glv 


Tvr 
1 j 1 


Thr 


Phe 




15 






20 






25 












att aat 

<X Li L del L 


tac 


aat a1"P* pap 


tpp 


ptp 


ppa 


pap ppp ppt 

LrCLg gv<Vi VvV/Vi 


ppa 


caa 


ppp 


ctt 


192 


Tip Asn 

11V/ i lO 11 


Tvr 
iji 


Aqn Mpt Hi 

AG1I 1 11/ Kj 111 J 




Val 


Arg 


Gin Ala Pro 


Glv 


Gin 


Glv 


Leu 




30 




35 








40 








45 




pa P" i" pp 


at? 


P"pa P"p"t" att 


ttt 


cca 


ppa 


aat ppt ttt 


act 


tec 


tac 


aat 


240 


ft! ii Trti 


Mpt 

11C L 


Glv Ala Tip 

Ul j A 1 CI 1 1C 


Php 
r 11c 


Ppn 
r 1 u 


Glv 
uiy 


A«sn Glv Php 
/1011 uij rue 


Thr 


Ser 


Tvr 


A<5n 

A oil 








50 








55 






60 






fnff flap" 

V> CLQB 


ttc 


aap* ppp a pa 

nib oo^ CL o cl 


gtc 


acc 


att 


a p p ert p Pa p 


aag 


tec 


acg 


age 


288 


Gin T,v<i 

Villi 1jJ>0 


Phe 


TiV*5 Glv App 


Val 


Thr 


lie 


Thr Val A<?d 

1111 va j. nop 


Lys 


Ser 


Thr 


Ser 








65 






70 






75 








( 1 V * CI gVjIj 


tac 


atp pap ptp 


pp*p 


a pp 


ptp 


a pa tpt p*ap 


pap 
&*xv» 


app 
civ, 5 


ppp 


p+p 


336 


Thr Ala 


Tvp 


Mpt ftln T pii 

1*1 C L VI 111 Li C U 


A i'tr 
/ii 5 


OCX 


T pii 


A Pp' RpT» fill] 
/ll & Ocl Ul U 


A QT1 


1 111 


Ala 
Ala 


Val 
val 






80 






85 






90 










tat ttc 


tgt 


gcg aga gat 


ggt 


gac 


tat 


tac ttt gac 


tac 


tgg 


ggc 


cag 


384 


Tyr Phe 


Cys 


Ala Arg Asp 


Gly 


Asp 


Tyr 


Tyr Phe Asp 


Tyr 


Trp 


Gly 


Gin 




95 






100 






105 












gga acc 


ctg 


gtc acc gtc 


tec 


tea 


g 












409 


Gly Thr 


Leu 


Val Thr Val 


Ser 


Ser 
















110 




115 




117 

















<210> 75 
<211> 87 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 75 

caggaaacag ctatgacgaa ttccaccatg gattttcaag tgcagatttt cagcttcctg 60 
ctaatcagtg cctcagtcat aatatcc 87 

<210> 76 
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<211> 93 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 76 

aagtgatggt gacctcctct cctacagatg cagacaggga ggatggagac tgggtcatct 60 
ggatatctcc tctggatatt atgactgagg cac 93 

<210> 77 
<211> 85 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 77 

agaggaggtc accatcactt gtagtgccag ctcgagtgta agttacatgc actggtatca 60 
gcagaaacca gggaaagccc ctaag 85 

<210> 78 
<211> 84 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 78 

atccactgcc gctgaacctt gatgggaccc cagaagccag gttggatgtt ctatagatca 60 
gaagcttagg ggctttccct ggtt 84 

<210> 79 
<211> 94 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 79 
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aaggttcagc ggcagtggat ctgggacatt ttatactctc ac cat cage a gcctgcagcc 60 
tgaagatttt gcaacttatt actgtcatca gtgg 94 

<210> 80 
<211> 85 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 80 

gttttcccag tcacgaccgt aegtttgate tctaccttgg tcccttggcc gaacgtgtac 60 
atactccact gatgacagta ataag 85 

<210> 81 
<211> 379 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 

<220> 

<221> CDS 

<222> (!)..( 378) 



<400> 81 






















atg 


gat 


ttt 


caa 


gtg 


cag 


att 


ttc age 


ttc 


ctg 


eta 


ate 


agt gec tea 48 


Met 


Asp 


Phe 


Gin 


Val 


Gin 


He 


Phe Ser 


Phe 


Leu 


Leu 


He 


Ser Ala Ser 


-22 




-20 










-15 








-10 




gtc 


ata 


ata 


tec 


aga 


gga 


gat 


ate cag 


atg 


acc 


cag 


tct 


cca tec tec 96 


Val 


He 


He 


Ser 


Arg 


Gly 


Asp 


He Gin 


Met 


Thr 


Gin 


Ser 


Pro Ser Ser 




-5 








-1 


1 






5 






10 


ctg 


tct 


gca 


tct 


gta 


gga 


gag 


gag gtc 


acc 


ate 


act 


tgt 


agt gec age 144 


Leu 


Ser 


Ala 


Ser 


Val 


Gly 


Glu 


Glu Val 


Thr 


He 


Thr 


Cys 


Ser Ala Ser 










15 








20 








25 


teg 


agt 


gta 


agt 


tac 


atg 


cac 


tgg tat 


cag 


cag 


aaa 


cca 


ggg aaa gec 192 


Ser 


Ser 


Val 


Ser 


Tyr 


Met 


His 


Trp Tyr 


Gin 


Gin 


Lys 


Pro 


Gly Lys Ala 








30 








35 










40 


cct 


aag 


ctt 


ctg 


ate 


tat 


aga 


aca tec 


aac 


ctg 


get 


tct 


ggg gtc cca 240 


Pro 


Lys 


Leu 


Leu 


He 


Tyr 


Arg 


Thr Ser 


Asn 


Leu 


Ala 


Ser 


Gly Val Pro 






45 










50 








55 




tea 


agg 


ttc 


age 


ggc 


agt 


gga 


tct ggg 


aca 


ttt 


tat 


act 


etc acc ate 288 
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Ser Arc Phe 

UlsJ, All. Q J. llW 


Ser Gly 


Ser Gly 


Ser Gly Thr 


Phe 


Tvr 


Thr 


Leu Thr 


He 


60 




65 






70 








a£c affc ctff 


caff cct 


sraa cat 


ttt gca act 


tat 


tac 


tgt 


cat cag 


tg£ 336 


Spp Spr T.pn 

ucl OC1 JUCLl 


Gin Pro 




Php Ala Thr 

F lie /via. nil 


Tvr 


Tvr 


Cys 


His Gin 

111 O VJ 111 


Tm 

11 y 


75 




80 




85 








90 


agt atg tac 


acg ttc 


ggc caa 


ggg acc aag 


gta 


gag 


ate 


aaa c 


379 


Ser Met Tyr 


Thr Phe 


Gly Gin 


Gly Thr Lys 


Val 


Glu 


He 


Lys 






95 




100 













<210> 82 
<211> 138 
<212> PRT 

<213> Mus musculus 



<220> 
<223> 

<400> 82 



Met 


Glu 


Trp 


Asn Trp 


Val Val 


Leu Phe Leu 


Leu 


Ser Leu 


Thr Ala 


Gly 


-19 








-15 




-10 








■5 




Val 


Tyr 


Ala 


Gin 


Gly 


Gin Met 


Gin Gin Ser 


Gly 


Ala Glu 


Leu 


Val 


Lys 






-1 


1 






5 




10 








Pro 


Gly 


Ala 


Ser 


Val 


Lys Leu 


Ser Cys Lys 


Pro 


Ser Gly 


Phe 


Thr 


Phe 




15 








20 






25 








Ser 


Ser 


Asn 


Tyr 


He 


Ser Trp 


Leu Lys Gin 


Lys 


Pro Gly 


Gin 


Ser 


Leu 


30 










35 




40 








45 


Glu 


Trp 


He 


Ala 


Trp 


He Tyr 


Ala Gly Thr 


Gly 


Asp Ala 


Ser 


Tyr 


Asn 










50 




55 








60 




Gin 


Lys 


Phe 


Thr 


Ala 


Lys Ala 


His Val Thr 


Val 


Asp Thr 


Ser 


Ser 


Ser 








65 






70 






75 






Thr 


Ala 


Tyr 


Met 


Gin 


Leu Ser 


Ser Leu Thr 


Thr 


Glu Asp 


Ser 


Ala 


lie 






80 








85 




90 








Tyr 


Tyr 


Cys 


Ala 


Arg 


His Gly 


Gly Asp Gly 


Tyr 


Trp Phe 


Ala 


Tyr 


Trp 




95 








100 






105 








Gly 


Gin 


Gly 


Thr 


Leu 


Val Thr 


Val Ser Ala 












110 










115 


119 













<210> 83 
<211> 128 
<212> PRT 

<213> Mus musculus 



<220> 
<223> 
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<400> 83 



Met 


Asp 


Phe 


Gin 


Val 


Gin 


He 


Phe 


Ser 


Phe 


Leu 


Leu 


He 


Ser 


Ala 


Ser 


-99 

uu 




-20 










-15 










-10 








Val 


He 


He 


Ser 


Arg 


Glv 


Gin 


Leu 


Val 


Leu 


Thr 


Gin 


Ser 


Pro 


Ala 


lie 




o 








-1 

X 


i 

j. 








K 

o 










10 


Met 


Ser 


Ala 


Ser 


Gin 


Glv 


Glu 


Lys 


Val 


Thr 


Met 


Thr 


Cys 


Ser 


Ala 


Ser 










15 










20 










25 

uu 




fspr 


Spr 

OCX 


V (XI 


Kpr 


Tvr 


Mpf 


His 

111 o 


Trn 
ay 


Tvr 


Gin 


Gin 

IT 111 


T.v<? 


Ser 


Glv 


Thr 


Ser 


































Pro 


Lys 


Arg 


TrD 


He 


Tvr 


Asp 


Thr 


Ser 


Lys 


Leu 


Pro 


Ser 


Glv 


Val 


Pro 






45 










50 










55 








Ala 


Arg 


Phe 


Ser 


Gly 


Ser 


Gly 


Ser 


Gly 


Thr 


Ser 


Tyr 


Ser 


Leu 


Thr 


He 




60 










65 










70 










Ser 


Ser 


Met 


Glu 


Ala 


Glu 


Asp 


Ala 


Ala 


Thr 


Tyr 


Tyr 


Cys 


Gin 


Gin 


Trp 


75 










80 










85 










90 


Ser 


Ser 


Asn 


Pro 


Pro 


Thr 


Phe 


Gly 


Ala 


Gly 


Thr 


Lys 


Leu 


Glu 


Leu 


Lys 



95 100 105 106 



<210> 84 
<211> 136 
<212> PRT 

<213> Mus musculus 

<220> 
<223> 



<400> 84 



Met 


Gly 


Phe 


Ser 


Arg 


lie 


Phe 


Leu 


Phe 


Leu 


Leu 


Ser 


Val 


Thr 


Thr 


Gly 


-19 








-15 










-10 










-5 




Val 


His 


Ser 
-1 


Gin 
1 


Ala 


Phe 


Leu 


Gin 
5 


Gin 


Ser 


Gly 


Ala 


Glu 
10 


Leu 


Val 


Arg 


Pro 


Gly 
15 


Ala 


Ser 


Val 


Lys 


Met 
20 


Ser 


Cys 


Lys 


Ala 


Ser 
25 


Gly 


Tyr 


Thr 


Phe 


He 


Asn 


Tyr 


Asn 


Met 


His 


Trp 


Val 


Lys 


Gin 


Thr 


Pro 


Arg 


Gin 


Gly 


Leu 


30 










35 










40 










45 


Glu 


Trp 


He 


Gly 


Ala 
50 


He 


Phe 


Pro 


Gly 


Asn 
55 


Gly 


Phe 


Thr 


Ser 


Tyr 
60 


Asn 


Gin 


Lys 


Phe 


Lys 
65 


Gly 


Lys 


Ala 


Thr 


Leu 
70 


Thr 


Val 


Asp 


Lys 


Ser 
75 


Ser 


Ser 


Thr 


Val 


Tyr 
80 


Met 


Gin 


Leu 


Arg 


Ser 
85 


Leu 


Thr 


Ser 


Glu 


Asp 
90 


Ser 


Ala 


Val 


Tyr 


Phe 
95 


Cys 


Ala 


Arg 


Asp 


Gly 
100 


Asp 


Tyr 


Tyr 


Phe 


Asp 
105 


Tyr 


Trp 


Gly 


Gin 
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Gly Thr Thr Leu Thr Val Ser Ser 
110 115 117 

<210> 85 

<211> 126 

<212> PRT 

<213> Mus musculus 

<220> 
<223> 



<400> 85 



Met 


Asp 


Phe 


Gin Val 


Gin He 


Phe Ser Phe Leu 


Leu He Ser Ala 


Ser 


-22 




-20 






-15 


-10 




Val 


He 


Met 


Ser Arg 


Gly Gin 


He Val Leu Thr 


Gin Ser Pro Ala 


He 




-5 






-1 1 


5 




10 


Met 


Ser 


Ala 


Ser Leu 


Gly Glu 


Glu He Thr Leu 


Thr Cys Ser Ala 


Ser 








15 




20 


25 




Ser 


Ser 


Val 


Ser Tyr 


Met His 


Trp Tyr Gin Gin 


Lys Ser Gly Thr 


Ser 








30 




35 


40 




Pro 


Lys 


Leu 


Leu He 


Tyr Arg 


Thr Ser Asn Leu 


Ala Ser Gly Val 


Pro 






45 






50 


55 




Phe 


Arg 


Phe 


Ser Gly 


Ser Gly 


Ser Gly Thr Phe 


Tyr Ser Leu Thr 


lie 




60 






65 




70 




Ser 


Ser 


Val 


Glu Ala 


Glu Asp 


Ala Ala Asp Tyr 


Tyr Cys His Gin 


Trp 


75 








80 


85 




90 


Ser 


Met 


Tyr 


Thr Phe 


Gly Gly 


Gly Thr Lys Leu 


Glu lie Lys 










95 




100 


104 





<210> 86 
<211> 140 
<212> PRT 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Humanized antibody 
<400> 86 

Met Glu Trp Asn Trp Val Val Leu Phe Leu Leu Ser Leu Thr Ala Gly 
-19. -15 -10 -5 

Val Tyr Ala Gin Val Gin Leu Val Gin Ser Gly Ala Glu Val Lys Lys 

-11 5 10 

Pro Gly Ala Ser Val Lys Val Ser Cys Lys Ala Ser Gly Tyr Thr Phe 
15 20 25 
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Ser Ser Asn 


Tyr He Ser 


Trp Val 


30 


35 




Glu Tro Met 


Glv TrD He 


Tyr Ala 




50 




Gin Lys Phe 


Thr Ala Arg 


Val Thr 




65 




Thr Ala Tvr 

1111 ill U 1 J 1 


Met Glu Leu 


Ser Ser 


80 




85 


Tyr Tyr Cys 


Ala Arg His 


Gly Gly 


95 




100 


Glv Gin Glv 

\t±J Vj 111 \J ± J 


Thr Leu Val 

1 L1L UvU I LI 1 


Thr Val 


110 


115 




<210> 87 






<211> 136 






<212> PRT 






<213> Artificial Sequence 


<220> 






<223> Description of Artificial 


<400> 87 






Met Gly Phe 


Ser Arg He 


Phe Leu 


-19 


-15 




Val His Ser 


Gin Val Gin 


Leu Val 


-1 


1 


5 


Pro Gly Ala 


Ser Val Lys 


Val Ser 


15 




20 


He Asn Tyr 


Asn Met His 


Trp Val 


30 


35 




Glu Trp Met 


Gly Ala He 


Phe Pro 




50 




Gin Lys Phe 


Lys Gly Arg 


Val Thr 




65 




Thr Ala Tyr 


Met Glu Leu 


Ser Ser 


80 




85 


Tyr Tyr Cys 


Ala Arg Asp 


Gly Asp 




100 




Gly Thr Leu 


Val Thr Val 


Ser Ser 


110 


115 


117 


<210> 88 






<211> 128 






<212> PRT 







Arg Gin 


Ala 


Pro Gly 


Gin Glv Lph 

U1U \m±J LCU 




40 




45 


Gly Thr 


Glv 


Acn Ala 


Spp Tvr A^n 


WW 






fiO 


He Thr 


Val 


Asn Thr 

fva^/ lilt 


Ser Thr Ser 

UCl 1111 uci 


i V 






1 0 


Leu Arg 


Ser 


Glu Asp 


Thr Ala Val 






90 




Asp Gly 


Tyr 


Trp Phe 


Ala Tyr Trp 






105 





Ser Ser 
119 



Sequence: Humanized antibody 



Phe Leu 


Leu 


Ser 


Val 


Thr 


Thr 


Gly 


-10 










-5 




Gin Ser 


Gly 


Ala 


Glu 


Val 


Lys 


Lys 








10 








Cys Lys 


Ala 


Ser 


Gly 


Tyr 


Thr 


Phe 






25 










Arg Gin 


Ala 


Pro 


Gly 


Gin 


Gly 


Leu 




40 










45 


Gly Asn 


Gly 


Phe 


Thr 


Ser 


Tyr 


Asn 


55 










60 




lie Thr 


Val 


Asp 


Lys 


Ser 


Thr 


Ser 


70 








75 






Leu Arg 


Ser 


Glu 


Asp 


Thr 


Ala 


Val 








90 








Tyr Tyr 


Phe 


Asp 


Tyr 


Trp 


Gly 


Gin 



105 
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<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Humanized antibody 



<400> 88 



Met 




Phe 


Gin Val 


Gin 

Villi 


Hp Php 
lie rue 


Spp Php 
uti rue 


T pii 
lieu 


T pii 


Tip 

lie 


Ser 


Ala 

Aid 


Spp 

OCl 


-9? 




_?n 






-1 ^ 








_in 

1U 








Val 

v ai 


Tie 

IXC 


Tie 


Spp App* 

OCl ill g 


Glv 


A<zt\ Tip 
nop lie 


Gin Mpt 

Ulll 11CL 


Thr 
mi 


Gin 

U 111 


Spp 


Prn 


Spp 

OCl 


Spp 

OCl 




0 






_i 

X 


1 
1 




a 












T 

Leu 


Ocl 


Ala 

Aid 


<?PP Val 
Ocl Val 


ftl V 


A on A 
Ao LJ Ai g 


Val Thp 
val 1111 


Tip 

lie 


llll 




oci 


Ala 
Ala 


Ocl 








1 ^ 
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<210> 89 
<211> 126 
<212> PRT 

<213> Artificial Sequence 
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<223> Description of Artificial Sequence: Humanized antibody 
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Ser Ser Leu Gin Ala Glu Asp Val Ala Val Tyr Tyr Cys His Gin Trp 
75 80 85 90 

Ser Met Tyr Thr Phe Gly Gin Gly Thr Lys Val Glu He Lys 
95 100 104 
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<213> Artificial Sequence 
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<223> Description of Artificial Sequence: Humanized antibody 
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-19 -15 -10 -5 
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-1 1 5 10 
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